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AMINO ACID SEQUENCES DIRECTED
AGAINST RANK-L AND POLYPEPTIDES
COMPRISING THE SAME FOR THE
TREATMENT OF BONE DISEASES AND
DISORDERS

RELATED APPLICATIONS

This application is a continuation-in-part of international
application PCT/EP2008/056383, filed May 23, 2008, which
was published under PCT Article 21(2) in English, which
claims the benefit under 35 U.S.C. §119(e) of U.S. provi-
sional application No. 60/939,929, filed May 24, 2007, and
of U.S. provisional application No. 61/024,256, filed Jan.
29, 2008, each of which is incorporated by reference herein.

FIELD OF THE INVENTION

The present invention relates to amino acid sequences that
are directed against (as defined herein) Receptor Activator of
Nuclear factor Kappa B Ligand (RANK-L,, also called tumor
necrosis  factor-related, activation-induced cytokine
(TRANCE), osteoclast differentiation factor (ODF), osteo-
protegerin ligand (OPG-L) or tumor necrosis factor super-
family member 11 (TNFSF11)), as well as to compounds or
constructs, and in particular proteins and polypeptides, that
comprise or essentially consist of one or more such amino
acid sequences (also referred to herein as “amino acid
sequences of the invention”, “compounds of the invention”,
and “polypeptides of the invention”, respectively).

The invention also relates to nucleic acids encoding such
amino acid sequences and polypeptides (also referred to
herein as “nucleic acids of the invention” or “nucleotide
sequences of the invention”); to methods for preparing such
amino acid sequences and polypeptides; to host cells
expressing or capable of expressing such amino acid
sequences or polypeptides; to compositions, and in particu-
lar to pharmaceutical compositions, that comprise such
amino acid sequences, polypeptides, nucleic acids and/or
host cells; and to uses of such amino acid sequences or
polypeptides, nucleic acids, host cells and/or compositions,
in particular for prophylactic, therapeutic or diagnostic pur-
poses, such as the prophylactic, therapeutic or diagnostic
purposes mentioned herein.

Other aspects, embodiments, advantages and applications
of the invention will become clear from the further descrip-
tion herein.

BACKGROUND OF THE INVENTION

Remodelling (turnover) of bone is the process by which
the adult skeleton is continually being resorbed (removed)
and formed (replaced). Bone remodeling involves the syn-
thesis of bone matrix by osteoblasts and its resorption by
osteoclast cells. Osteoclasts, derived from hematopoietic
cells, are unique forms of tissue macrophages that have the
capacity to resorb bone tissue. Osteoblasts are specialized
fibroblasts that have the capacity of secreting bone collagen.
There is an exquisite coordination among the activities of
these bone cells that link the processes of bone formation
and bone resorption.

Bone remodelling is controlled by a balance between
RANK-I/RANK and the RANK-L decoy receptor OPG.
RANK-L and its receptor RANK are essential for the
development and activation of osteoclasts. OPG, a secreted
protein, is an effective inhibitor of osteoclast maturation and
osteoclasts activation. In normal bone homeostasis,
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RANK-L and OPG participate in a cytokine axis that tightly
controls the generation of osteoclasts from monocyte pre-
cursors. RANK-L, expressed by osteoblasts and bone mar-
row stromal cells, binds to its functional receptor, RANK, to
stimulate differentiation of osteoclasts from precursor cells
and the proliferation and activity of mature osteoclasts.
OPG, which is expressed by osteoblasts, stromal cells,
dendritic cells, and megakaryocytes, limits this process by
acting as a soluble decoy receptor for RANK-L.

The TNF family molecule RANK-L is encoded by a
single gene (rankl) at human chromosome 13q14. RANK-L.
mRNA is expressed at highest levels in bone and bone
marrow, as well as in lymphoid tissues (lymph node, thy-
mus, spleen, fetal liver, and Peyer’s patches) (Anderson et
al. 1997, Nature 390: 175-179; Wong et al. 1997, J. Biol.
Chem. 272: 25190-25194; Lacey et al. 1998, Cell 93:
165-176; Yasuda et al. 1998, Proc. Natl. Acad. Sci. USA 95:
3597-3602). Alternative splicing of RANK-L mRNA allows
expression as a type II transmembrane glycoprotein of either
316 or 270 amino acids or as a soluble ligand of 243 amino
acids (Kong et al. 1999, Nature 397: 315-323; Nagai et al.
2000, Biochem Biophys. Res. Commun. 269: 532-536). In
addition, RANK-L. can be released from its membrane
bound state by metalloproteinases, including TNF-alpha
convertase (Lum et al. 1999, J. Biol. Chem. 274: 13613-
13618). All four isoforms of RANK-L associate into trimeric
molecules capable of triggering osteoclastogenesis.

RANK (receptor activator of NFkappaB also known as
TRANCE-R, ODAR, or TNFRSF11A), expressed on
preosteoclastic cells, is the sole receptor on these cells for
RANK-L (Li et al. 2000, Proc. Natl. Acad. Sci. USA 97:
1566-1571). RANK activation by RANK-L is followed by
its interaction with TNF receptor-associated (TRAF) family
members, activation of nuclear factor (NF)-kappaB and
c-Fos, INK, c-src, and the serine/threonine kinase Akt/PKB
(Anderson et al. 1997, Nature 390: 175-179; Hsu et al. 1999,
Proc. Acad. Sci. USA 96: 3540-3545).

OPG (osteoprotegerin; “protector of the bone”; also
known as osteoclastogenesis inhibitory factor (OCIF)) is a
soluble, 110-kDa, disulfide-linked, homodimeric glycopro-
tein produced and released by activated osteoblast cells
(Simonet et al. 1997, Cell 89: 309-319) with homology to
the TNF receptor family, that functions as a decoy receptor
for RANK-L and competes with RANK for RANK-L bind-
ing. Consequently, OPG is an effective inhibitor of osteo-
clast maturation and osteoclast activation (Simonet et al.
1997, Cell 89: 309-319; Lacey et al. 1998, Cell 93: 165-176;
Kong et al. 1999, Nature 397: 315-323), thereby reducing
bone resorption.

A more detailed overview of the OPG/RANK-L/RANK
system as the mediator of bone formation and destruction is
presented in Khosla, (2001 Endocrinology 142: 5050-5055),
Holstead Jones et al. (2002, Ann. Rheum. Dis. 61 (Suppl 1I):
i132-1i39), Bezerra et al. (2005, Brazilian J. Med. Biol. Res.
38: 161-170) and McClung (2006, Current Osteoporosis
Reports 4: 28-33).

Several bone disorders occur when there is an imbalance
between the resorption and formation components of bone
remodeling activity (uncoupling of bone homeostasis).
Imbalances between osteoclast and osteoblast activities can
arise from a wide variety of hormonal changes or perturba-
tions of inflammatory and growth factors, such as e.g. an
altered balance between OPG and RANK-L. When bone
resorption is greater than bone formation, there is a net loss
of bone over time. This can eventually result in low bone
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mass (osteopenia) or osteoporosis. When bone formation
exceeds resorption, there is a net increase in bone mass
(osteopetrosis).

Excessive bone loss or destruction due to higher RANK-
L, lower OPG or both has been implicated in many disease
states, including post-menopausal osteoporosis (Eghbali-
Fatourechi et al. 2003, Journal of Clinical Investigation 111:
1221-1230; Tsangari et al. 2004, Bone 35: 334-342; Abdal-
lah et al. 2005, Calcified Tissue International 76: 90-97),
primary hyperparathyroidism (Stilgren et al. 2004, Bone 35:
256-265; Johnell et al. 2005, Journal of Bone and Mineral
Research 20: 1185-1194), Paget’s disease of bone (Reddy
2004, Journal of Cellular Biochemistry 93: 688-696), meta-
static bone disease (Brown 2004, Cancer Treatment and
Research 118: 149-172), myeloma (Okada et al. 2003,
Clinical and Experimental Metastasis 20: 639-646), rheu-
matoid arthritis (Crotti et al. 2002, Annals of the Rheumatic
Diseases 61: 1047-1054) and several other metabolic or
inflammatory bone and joint disorders (Locklin et al. 2001,
Bone 28 (Suppl.): S80; Lewiecki 2006, Expert Opin. Biol.
Ther. 6: 1041-1050).

Pharmacological agents to decrease risk of fracture have
been available for more than ten years. Anticatabolic drugs
(oestrogens, bisphosphonates, calcitonin and selective
oestrogen receptor modulators) decrease bone resorption,
while anabolic agents, such as recombinant human parathy-
roid hormone (PTH), increase bone formation and bone size.
The bisphosphonate class of drugs is the one most often used
for the treatment of osteoporosis. Although this drug class is
generally very safe, oral dosing is complex and has been
associated with gastrointestinal adverse events in a small
percentage of clinical practice patients. Clinical trials are
evaluating increasing intervals of intravenous bisphospho-
nate dosing.

The recent discovery of the OPG/RANK-L/RANK sys-
tem as pivotal regulatory factors in the pathogenesis of bone
diseases and disorders like osteoporosis provides unique
targets for therapeutic agents. In laboratory animals and in
humans, administering forms of OPG markedly inhibited
osteoclast activity and improved bone strength (Bekker et al.
2001, J. Bone Miner. Res. 16: 348-360; Campagnuolo et al.
2002, Arthritis Rheum. 46: 1926-1936; Bezerra et al. 2005,
Brazilian J. Med. Biol. Res. 38: 161-170; McClung 2006,
Current Osteoporosis Reports 4: 28-33). In early studies in
humans, a fully human antibody against RANK-L, (Deno-
sumab) reduced bone turnover and improved bone density
(Body et al. 2003, Cancer 97: 887-892; Bekker et al. 2004,
J. Bone Miner. Res. 19: 1059-1066; McClung 2006, Current
Osteoporosis Reports 4: 28-33; Lewiecki 2006, Expert Opin.
Biol. Ther. 6: 1041-1050; McClung et al. 2006, N. Engl. J.
Med. 354: 821-831). Such complete antibodies, however,
face the drawbacks of full size antibodies such as high
production costs, low stability, and their large size, which
e.g. impedes their access to certain hidden epitopes.

SUMMARY OF THE INVENTION

NANOBODIES (a novel class of proprietary therapeutic
proteins derived from heavy-chain variable domains (VHH)
that occur naturally in heavy chain only immunoglobulins;
singular, NANOBODY) are more potent and more stable
than conventional four-chain antibodies which leads to (1)
lower dosage forms, less frequent dosage leading to less side
effects; and (2) improved stability leading to a broader
choice of administration routes, comprising oral or subcu-
taneous routes and slow-release formulations in addition to
the intravenous route.
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Because of their small size, NANOBODIES have the
ability to cross membranes and penetrate into physiological
compartments, tissues and organs not accessible to other,
larger polypeptides and proteins. NANOBODIES might, for
example, easily penetrate into the bone matrix making them
suited for the treatment of bone diseases and disorders.

The small size of the NANOBODY also makes them
ideally suited for their engineering into multivalent or mul-
tispecific polypeptides. In contrast to full antibodies which
can bind to only one subunit of the RANK-L trimer, bivalent
or trivalent polypeptides (based on respectively two or three
NANOBODIES against RANK-L), will be able to bind on
respectively 2 or 3 subunits of the trimeric RANK-L mol-
ecule and might be advantageous because of their higher
potency.

The amino acid sequences, polypeptides and composi-
tions of the present invention can generally be used to
modulate, and in particular inhibit and/or prevent, binding of
RANK-L to RANK, and thus to modulate, and in particular
inhibit or prevent, the signalling that is mediated by RANK-
L, RANK and/or OPG, to modulate the biological pathways
in which RANK-L and/or RANK are involved, and/or to
modulate the biological mechanisms, responses and effects
associated with such signalling or these pathways. The
binding of RANK-L to RANK and/or the signalling that is
mediated by RANK-L, RANK and/or OPG may be inhibited
and/or prevented by at least 1%, preferably at least 5%, such
as at least 10% or at least 25%, for example by at least 50%,
at least 60%, at least 70%, at least 80%, or 90% or more,
compared to the binding of RANK-L to RANK and/or the
signalling that is mediated by RANK-L, RANK and/or OPG
under the same conditions but without the presence of the
amino acid sequence, NANOBODY or polypeptide of the
invention.

In another aspect of the present invention, the amino acid
sequences, polypeptides and compositions of the present
invention can be used to modulate, and in particular inhibit
and/or prevent, binding of RANK-L to OPG, and thus to
modulate (inhibit and/or prevent or boost) the signalling that
is mediated by RANK-L, RANK and/or OPG, to modulate
the biological pathways in which RANK-L, RANK and/or
OPG are involved, and/or to modulate the biological mecha-
nisms, responses and effects associated with such signalling
or these pathways. The amino acid sequences, polypeptides
and compositions of the present invention may be agonist or
antagonist of RANK-L. and/or such signalling. They may
inhibit RANK/RANK-I. mediated signalling in the same
way as OPG, or they may fully or partially prevent OPG
from inhibiting RANK/RANK-L. mediated signalling. The
binding of RANK-L to OPG and/or the signalling that is
mediated by RANK-L, RANK and/or OPG may be inhibited
and/or prevented by at least 1%, preferably at least 5%, such
as at least 10% or at least 25%, for example by at least 50%,
at least 60%, at least 70%, at least 80%, or 90% or more,
compared to the binding of RANK-L to OPG and/or the
signalling that is mediated by RANK-L, RANK and/or OPG
under the same conditions but without the presence of the
amino acid sequence, NANOBODY or polypeptide of the
invention.

In another aspect of the present invention, the amino acid
sequences, polypeptides and compositions of the invention
can be used to modulate (inhibit and/or prevent or boost) the
differentiation and/or proliferation of osteoclasts. The dif-
ferentiation and/or proliferation of osteoclasts may be
increased or decreased, respectively, by at least 1%, prefer-
ably at least 5%, such as at least 10% or at least 25%, for
example by at least 50%, at least 60%, at least 70%, at least



US 9,475,877 B2

5

80%, or 90% or more, compared to the differentiation and/or
proliferation of osteoclasts under the same conditions but
without the presence of the amino acid sequence, NANO-
BODY or polypeptide of the invention.

In another aspect of the present invention, the amino acid
sequences, polypeptides and compositions of the invention
can be used to modulate bone remodelling. Bone remodel-
ling may be modulated at least 1%, preferably at least 5%,
such as at least 10% or at least 25%, for example by at least
50%, at least 60%, at least 70%, at least 80%, or 90% or
more, compared to bone remodelling under the same con-
ditions but without the presence of the amino acid sequence,
NANOBODY or polypeptide of the invention.

As such, the polypeptides and compositions of the present
invention can be used for the prevention and treatment (as
defined herein) of bone diseases and disorders. Generally,
“bone diseases and disorders” can be defined as diseases and
disorders that can be prevented and/or treated, respectively,
by suitably administering to a subject in need thereof (i.e.
having the disease or disorder or at least one symptom
thereof and/or at risk of attracting or developing the disease
or disorder) of either a polypeptide or composition of the
invention (and in particular, of a pharmaceutically active
amount thereof) and/or of a known active principle active
against RANK-L or a biological pathway or mechanism in
which RANK-L is involved (and in particular, of a pharma-
ceutically active amount thereof).

Bone diseases and disorders encompass diseases and
disorders associated with the regulation of bone formation
and resorption. Bone diseases and disorders characterized by
a net bone loss (bone resorption exceeds bone formation) are
also referred to as osteopenic disorders, including ostopenia,
osteoporosis and osteolysis and are characterized by exces-
sive and/or unwanted signaling mediated by RANK-L. The
polypeptides and compositions of the present invention that
modulate, and in particular inhibit and/or prevent, binding of
RANK-L to RANK act as antagonist and will generally be
used for the prevention and treatment (as defined herein) of
bone diseases and disorders characterized by net bone loss.
Also polypeptides and compositions of the present invention
that modulate, and in particular inhibit and/or prevent,
binding of RANK-L to OPG may act as antagonists and will
generally be used for the prevention and treatment (as
defined herein) of bone diseases and disorders characterized
by net bone loss.

Bone diseases and disorders characterized by net increase
in bone mass are referred to as osteopetrosis and are char-
acterized by poor signaling mediated by RANK-L. The
polypeptides and compositions of the present invention that
modulate, and in particular inhibit and/or prevent, binding of
RANK-L to OPG may act as agonists and will generally be
used for the prevention and treatment (as defined herein) of
bone diseases and disorders characterized by net increase in
bone mass.

Examples of such bone diseases and disorders will be
clear to the skilled person based on the disclosure herein,
and for example include the following diseases and disor-
ders: Osteoporosis (McClung 2006, Current Osteoporosis
Reports 4: 28-33), including, but not limited to, primary
osteoporosis, endocrine osteoporosis (including, but not
limited to, hyperthyroidism, hyperparathyroidism (Anan-
darajah and Schwarz 2006, J. Cell Biochem. 97: 226-232),
Cushing’s syndrome, and acromegaly), hereditary and con-
genital forms of osteoporosis (including, but not limited to,
osteogenesis imperfecta, homocystinuria, Menkes’ syn-
drome, Riley-Day syndrome), osteoporosis due to immobi-
lization of extremities, glucocorticoid-induced osteoporosis
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(Locklin et al. 2001, Bone 28 (Suppl.): S80; McClung 2006,
Current Osteoporosis Reports 4: 28-33; Anandarajah and
Schwarz 2006, J. Cell Biochem. 97: 226-232) and post-
menopausal osteoporosis (McClung 2006, Current Osteo-
porosis Reports 4: 28-33); (Juvenile or Familial) Paget’s
disease (Cundy et al. 2002, Hum. Mol. Genet. 11: 2119-
2127; Whyte et al. 2002, J. Bone Miner. Res. 17: 26-29;
Whyte et al. 2002, N. Engl. J. Med. 347: 175-184; Johnson-
Pais et al. 2003, J. Bone Miner Res. 18: 376-380; Anan-
darajah and Schwarz 2006, J. Cell Biochem. 97: 226-232;
Anandarajah and Schwarz 2006, J. Cell Biochem. 97: 226-
232); Osteomyelitis, i.e., an infectious lesion in bone, lead-
ing to bone loss; Hypercalcemia (Anandarajah and Schwarz
2006, J. Cell Biochem. 97: 226-232), including, but not
limited to, hypercalcemia resulting from solid tumors (in-
cluding, but not limited to, breast, lung and kidney) and
hematologic malignancies (including, but not limited to,
multiple myeloma (Sordillo and Pearse 2003, Cancer 97 (3
Suppl): 802-812; Vanderkerken et al. 2003, Cancer Res. 63:
287-289), lymphoma and leukemia), idiopathic hypercalce-
mia, and hypercalcemia associated with hyperthyroidism
and renal function disorders; Bone loss, including but not
limited to, osteopenia following surgery, osteopenia induced
by steroid administration, osteopenia associated with disor-
ders of the small and large intestine, and osteopenia asso-
ciated with chronic hepatic and renal diseases; Osteonecro-
sis, i.e., bone cell death, including, but not limited to,
osteonecrosis associated with traumatic injury, osteonecro-
sis associated with Gaucher’s disease, osteonecrosis associ-
ated with sickle cell anemia, osteonecrosis associated with
systemic lupus erythematosus, osteonecrosis associated with
rheumatoid arthritis, osteonecrosis associated with peri-
odontal disease, osteonecrosis associated with osteolytic
metastasis, and osteonecrosis associated with other condi-
tion; Bone loss associated with arthritic disorders such as
psoriatic arthritis, rheumatoid arthritis, loss of cartilage and
joint erosion associated with rheumatoid arthritis (Bezerra et
al. 2005, Brazilian Journal of Medical and Biological
Research 38: 161-170; Anandarajah and Schwarz 2006, J.
Cell Biochem. 97: 226-232); Arthritis (Bezerra et al. 2005,
Brazilian Journal of Medical and Biological Research 38:
161-170), including inflammatory arthritis (McClung 2006,
Current Osteoporosis Reports 4: 28-33), Collagen-induced
arthritis (Bezerra et al. 2005, Brazilian Journal of Medical
and Biological Research 38: 161-170); Periprosthetic
osteolysis (McClung 2006, Current Osteoporosis Reports 4:
28-33; Anandarajah and Schwarz 2006, J. Cell Biochem. 97:
226-232); Cancer-related bone disease (McClung 2006,
Current Osteoporosis Reports 4: 28-33); Bone loss associ-
ated with aromatase inhibitor therapy (Lewiecki 2006,
Expert Opin. Biol. Ther. 6: 1041-1050); Bone loss associ-
ated with androgen deprivation therapy (Lewiecki 2006,
Expert Opin. Biol. Ther. 6: 1041-1050); Bone loss associ-
ated bone metastasis; Bone loss associated with diseases
having immune system involvement, such as adult and
childhood leukaemias, cancer metastasis, autoimmunity, and
various viral infections (Holstead Jones et al. 2002, Ann.
Rheum. Dis. 61 (Suppl II): 1i32-ii39) Osteopenic disorders
such as adult and childhood leukaemia (Oliveri et al. 1999,
Henry Ford Hosp. Med. 39: 45-48), chronic infections such
as hepatitis C or HIV (Stellon et al. 1985, Gastroenterology
89: 1078-1083), autoimmune disorders such as diabetes
mellitus (Piepkom et al. 1997, Horm. Metab. Res. 29:
584-91), and lupus erythematosus (Seitz et al. 1985, Ann.
Rheum Dis. 44: 438-445), allergic diseases such as asthma
(Ebeling et al. 1998, J. Bone Min. Res. 13: 1283-1289), lytic
bone metastases in multiple cancers such as breast cancer
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(Coleman 1998, Curr. Opin. Oncol. 10 (Suppl 1): 7-13);
Prostate cancer; Myeloma bone disease (Anandarajah and
Schwarz 2006, J. Cell Biochem. 97: 226-232); Periodontal
infections (Anandarajah and Schwarz 2006, J. Cell Bio-
chem. 97: 226-232); Expansile skeletal hyperphosphatasia
(Anandarajah and Schwarz 2006, J. Cell Biochem. 97:
226-232); Bone metastases (Lewiecki 2006, Expert Opin.
Biol. Ther. 6: 1041-1050; Anandarajah and Schwarz 2006, J.
Cell Biochem. 97: 226-232).

Also encompassed within the scope of the present inven-
tion is the prevention and/or treatment with the amino acid
sequences, the compounds and/or the polypeptides of the
invention of other diseases and disorders associated with an
imbalance in the RANK-I/RANK/OPG pathway. Such dis-
eases and disorders include but are not limited to osteopo-
rosis, inflammatory conditions, autoimmune conditions,
asthma, rheumatoid arthritis, multiple sclerosis, Multiple
myeloma (Sordillo and Pearse 2003, Cancer 97 (3 Suppl):
802-812; Vanderkerken et al. 2003, Cancer Res. 63: 287-
289); Vascular diseases (Anandarajah and Schwarz 2006, J.
Cell Biochem. 97: 226-232) and Cardiovascular disease
(Lewiecki 2006, Expert Opin. Biol. Ther. 6: 1041-1050).

Also encompassed within the scope of the present inven-
tion is the prevention and/or treatment with the amino acid
sequences, the compounds and/or the polypeptides of the
invention of diseases and disorders associated with osteo-
petrosis such as osteopetrosis tarda, osteopetrosis congenita
and marble bone disease.

In particular, the polypeptides and compositions of the
present invention can be used for the prevention and treat-
ment of bone diseases and disorders which are mediated by
the pathway(s) in which RANK-L is involved. Examples of
such bone diseases and disorders will again be clear to the
skilled person based on the disclosure herein.

Thus, without being limited thereto, the amino acid
sequences and polypeptides of the invention can for example
be used to prevent and/or to treat all diseases and disorders
that are currently being prevented or treated with active
principles that can modulate RANK-L.-mediated signalling,
such as those mentioned in the prior art cited above. It is also
envisaged that the polypeptides of the invention can be used
to prevent and/or to treat all diseases and disorders for which
treatment with such active principles is currently being
developed, has been proposed, or will be proposed or
developed in future. In addition, it is envisaged that, because
of' their favourable properties as further described herein, the
polypeptides of the present invention may be used for the
prevention and treatment of other diseases and disorders
than those for which these known active principles are being
used or will be proposed or developed; and/or that the
polypeptides of the present invention may provide new
methods and regimens for treating the diseases and disorders
described herein.

Thus, without being limited thereto, the amino acid
sequences and polypeptides of the invention can for example
be used to prevent and/or to treat all diseases and disorders
that are currently being prevented or treated with Deno-
sumab.

Other applications and uses of the amino acid sequences
and polypeptides of the invention will become clear to the
skilled person from the further disclosure herein.

Generally, it is an object of the invention to provide
pharmacologically active agents, as well as compositions
comprising the same, that can be used in the diagnosis,
prevention and/or treatment of bone diseases and disorders
and of the further diseases and disorders mentioned herein;
and to provide methods for the diagnosis, prevention and/or
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treatment of such diseases and disorders that involve the
administration and/or use of such agents and compositions.

In particular, it is an object of the invention to provide
such pharmacologically active agents, compositions and/or
methods that have certain advantages compared to the
agents, compositions and/or methods that are currently used
and/or known in the art. These advantages will become clear
from the further description below.

More in particular, it is an object of the invention to
provide therapeutic proteins that can be used as pharmaco-
logically active agents, as well as compositions comprising
the same, for the diagnosis, prevention and/or treatment of
bone diseases and disorders and of the further diseases and
disorders mentioned herein; and to provide methods for the
diagnosis, prevention and/or treatment of such diseases and
disorders that involve the administration and/or the use of
such therapeutic proteins and compositions.

Accordingly, it is a specific object of the present invention
to provide amino acid sequences that are directed against (as
defined herein) RANK-L, in particular against RANK-L
from a warm-blooded animal, more in particular against
RANK-L from a mammal, and especially against human
RANK-L; and to provide proteins and polypeptides com-
prising or essentially consisting of at least one such amino
acid sequence.

In particular, it is a specific object of the present invention
to provide such amino acid sequences and such proteins
and/or polypeptides that are suitable for prophylactic, thera-
peutic and/or diagnostic use in a warm-blooded animal, and
in particular in a mammal, and more in particular in a human
being.

More in particular, it is a specific object of the present
invention to provide such amino acid sequences and such
proteins and/or polypeptides that can be used for the pre-
vention, treatment, alleviation and/or diagnosis of one or
more diseases, disorders or conditions associated with
RANK-L. and/or mediated by RANK-L (such as the dis-
eases, disorders and conditions mentioned herein) in a
warm-blooded animal, in particular in a mammal, and more
in particular in a human being.

It is also a specific object of the invention to provide such
amino acid sequences and such proteins and/or polypeptides
that can be used in the preparation of pharmaceutical or
veterinary compositions for the prevention and/or treatment
of one or more diseases, disorders or conditions associated
with and/or mediated by RANK-L (such as the diseases,
disorders and conditions mentioned herein) in a warm-
blooded animal, in particular in a mammal, and more in
particular in a human being.

In the invention, generally, these objects are achieved by
the use of the amino acid sequences, proteins, polypeptides
and compositions that are described herein.

In general, the invention provides amino acid sequences
that are directed against (as defined herein) and/or can
specifically bind (as defined herein) to RANK-L; as well as
compounds and constructs, and in particular proteins and
polypeptides, that comprise at least one such amino acid
sequence.

More in particular, the invention provides amino acid
sequences can bind to RANK-L with an affinity (suitably
measured and/or expressed as a K,,-value (actual or appar-
ent), a K -value (actual or apparent), a k_,-rate and/or a
k,prate, or alternatively as an ICs, value, as further
described herein) that is as defined herein; as well as
compounds and constructs, and in particular proteins and
polypeptides, that comprise at least one such amino acid
sequence.
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In particular, amino acid sequences and polypeptides of
the invention are preferably such that they:

bind to RANK-L with a dissociation constant (K,) of

107° to 107'% moles/liter or less, and preferably 10~7 to
107'2 moles/liter or less and more preferably 10~% to
107'2 moles/liter (i.e. with an association constant (K ,)
of 10° to 10*2 liter/moles or more, and preferably 107 to
10"2 liter/moles or more and more preferably 10® to
10*2 liter/moles);
and/or such that they:
bind to RANK-L with a k_ -rate of between 10> M~'s~!
to about 107 M~'s™!, preferably between 10° M~'s~!
and 107 M~'s™', more preferably between 10* M~*s~!
and 107 M~1s7!, such as between 10° M~'s™! and 107
M st
and/or such that they:
bind to RANK-L with a krate between 1 st (t,,=0.69
s) and 107 s~! (providing a near irreversible complex
with a t,,, of multiple days), preferably between 1072
s™! and 1079 s7*, more preferably between 107> s~ and
1075 571, such as between 10™* s7! and 1076 s7*.

Preferably, a monovalent amino acid sequence of the
invention (or a polypeptide that contains only one amino
acid sequence of the invention) is preferably such that it will
bind to RANK-L with an affinity less than 500 nM, prefer-
ably less than 200 nM, more preferably less than 10 nM,
such as less than 500 pM.

Some preferred EC50 and IC50 values for binding of the
amino acid sequences or polypeptides of the invention to
RANK-L will become clear from the further description and
examples herein.

For binding to RANK-L,, an amino acid sequence of the
invention will usually contain within its amino acid
sequence one or more amino acid residues or one or more
stretches of amino acid residues (i.e. with each “stretch”
comprising two or amino acid residues that are adjacent to
each other or in close proximity to each other, i.e. in the
primary or tertiary structure of the amino acid sequence) via
which the amino acid sequence of the invention can bind to
RANK-L, which amino acid residues or stretches of amino
acid residues thus form the “site” for binding to RANK-L
(also referred to herein as the “antigen binding site”).

The amino acid sequences provided by the invention are
preferably in essentially isolated form (as defined herein), or
form part of a protein or polypeptide of the invention (as
defined herein), which may comprise or essentially consist
of one or more amino acid sequences of the invention and
which may optionally further comprise one or more further
amino acid sequences (all optionally linked via one or more
suitable linkers). For example, and without limitation, the
one or more amino acid sequences of the invention may be
used as a binding unit in such a protein or polypeptide,
which may optionally contain one or more further amino
acid sequences that can serve as a binding unit (i.e. against
one or more other targets than RANK-L), so as to provide a
monovalent, multivalent or multispecific polypeptide of the
invention, respectively, all as described herein. Such a
protein or polypeptide may also be in essentially isolated
form (as defined herein).

The amino acid sequences and polypeptides of the inven-
tion as such preferably essentially consist of a single amino
acid chain that is not linked via disulphide bridges to any
other amino acid sequence or chain (but that may or may not
contain one or more intramolecular disulphide bridges. For
example, it is known that NANOBODIES—as described
herein—may sometimes contain a disulphide bridge
between CDR3 and CDR1 or FR2). However, it should be
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noted that one or more amino acid sequences of the inven-
tion may be linked to each other and/or to other amino acid
sequences (e.g. via disulphide bridges) to provide peptide
constructs that may also be useful in the invention (for
example Fab' fragments, F(ab'), fragments, ScFv constructs,
“diabodies” and other multispecific constructs. Reference is
for example made to the review by Holliger and Hudson,
Nat Biotechnol. 2005 September; 23(9):1126-36).

Generally, when an amino acid sequence of the invention
(or a compound, construct or polypeptide comprising the
same) is intended for administration to a subject (for
example for therapeutic and/or diagnostic purposes as
described herein), it is preferably either an amino acid
sequence that does not occur naturally in said subject; or,
when it does occur naturally in said subject, in essentially
isolated form (as defined herein).

It will also be clear to the skilled person that for phar-
maceutical use, the amino acid sequences of the invention
(as well as compounds, constructs and polypeptides com-
prising the same) are preferably directed against human
RANK-L; whereas for veterinary purposes, the amino acid
sequences and polypeptides of the invention are preferably
directed against RANK-L from the species to be treated, or
at least cross-reactive with RANK-L from the species to be
treated.

Furthermore, an amino acid sequence of the invention
may optionally, and in addition to the at least one binding
site for binding against RANK-L, contain one or more
further binding sites for binding against other antigens,
proteins or targets.

The efficacy of the amino acid sequences and polypep-
tides of the invention, and of compositions comprising the
same, can be tested using any suitable in vitro assay,
cell-based assay, in vivo assay and/or animal model known
per se, or any combination thereof, depending on the specific
disease or disorder involved. Suitable in vitro assays will be
clear to the skilled person, and for example include ELISA;
FACS binding assay; BIACORE (surface plasmon reso-
nance); competition binding assay (AlphaScreen®, Perkin
Elmer, Massachusetts, USA; FMAT); TRAP assay (osteo-
clast differentiation assay; Rissanen et al. 2005, J. Bone
Miner. Res. 20, Suppl. 1: S256); NF-kappaB reporter gene
assay (Mizukami et al. 2002, Mol. Cell. Biol. 22: 992-1000).
EC50 values for binding of the NANOBODIES of the
invention (and of polypeptides comprising the same) to
RANK-L in, for example ELISA or FACS are preferably 1
uM to 1 pM, more preferably 1 nM to 1 pM and more
preferably 100 pM to 1 pM. IC50 values for binding of the
NANOBODIES of the invention (and of polypeptides com-
prising the same) to RANK-L in, for example,
AlphaScreen®, NF-kappaB assay or TRAP assay are pref-
erably 1 uM to 1 pM, more preferably 1 nM to 1 pM and
more preferably 100 pM to 1 pM.

Suitable animal models will be clear to the skilled person,
and for example include (SCID)/ARH-77 mouse model
(Sordillo and Pearse 2003, Cancer 97 (3 Suppl): 802-812);
SCID-hu mouse model of human MM (Sordillo and Pearse
2003, Cancer 97 (3 Suppl): 802-812; Tassone et al. 2005,
Blood 106: 713-716); Transgenic mice that overexpress
OPG under control of apoE gene promoter and associated
enhancer (Simonet et al. 1997, Cell 89: 309-319); Mouse
model of sarcoma-induced bone destruction (Honore et al.
2000, Nat. Med. 6: 521-528); Ovariectomized animal mod-
els such as, for example, ovariectomized monkeys (Jerome
et al. 1995, Bone 17: 403S-408S), ovariectomized mice
(Roggia et al. 2001, Proc. Natl. Acad. Sci. USA 20: 13960-
13965) or ovariectomized rats and cynomolgus monkeys
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(Simonet et al. 1997, Cell 89: 309-319; Hoegh-Andersen et
al. 2004, Arthritis Res. Ther. 6: R169-R180); Rat (animal)
models for arthritis (Bendele et al. 1999, Toxicologic Pathol-
ogy 27: 134-142; Romas et al. 2002, Am. J. Pathol. 161:
1419-1427; Mori et al. 2002, Histochemistry and Cell Biol-
ogy 117: 283-292) such as models for collagen-induced
arthritis or models for adjuvant-induced arthritis; Animal
models of tumor-derived PTHrP-induced hypercalcemia
(Morony et al. 1999, J. Bone Miner. Res. 14: 1478-1485;
Capparelli et al. 2000, Cancer Res. 60: 783-778); Murine
model of multiple myeloma (Vanderkerken et al. 2003,
Cancer Res. 63: 287-289); Inflammatory Bowel Disease
model in mice (Byrne et al. 2005, Gut 54: 78-86); Trans-
genic mice overexpressing MIF (Onodera et al. 2006, J.
Bone Miner. Res. 21: 876-885); Transgenic mice overex-
pressing soluble osteoclast differentiation factor (sODF)
(Mizuno et al. 2002, 20: 337-44); Transgenic mice express-
ing CSF-1 under control of the CSF-1R promoter/first intron
driver [transgene TgN(Csflr-Csfl)Ers (TgRC) mice] (Wei
et al. 2006, J. Leukoc. Biol. 80: 1445-1453); Transgenic
mice overexpressing core-binding factor alphal (Cbfal)
(Geoffroy et al. Mol. Cell Biol. 22: 6222-6233); Transgenic
mice overexpressing Decoy receptor 3 (DcR3) (Tang et al.
2007, J. Biol. Chem. 282: 2346-2354), as well as the assays
and animal models used in the experimental part below and
in the prior art cited herein.

Also, according to the invention, amino acid sequences
and polypeptides that are directed against RANK-L from a
first species of warm-blooded animal may or may not show
cross-reactivity with RANK-L. from one or more other
species of warm-blooded animal. For example, amino acid
sequences and polypeptides directed against human
RANK-I. may or may not show cross reactivity with
RANK-L from one or more other species of primates (such
as, without limitation, monkeys from the genus Macaca
(such as, and in particular, cynomolgus monkeys (Macaca
fascicularis) and/or rhesus monkeys (Macaca mulatta)) and
baboon (Papio ursinus)) and/or with RANK-L from one or
more species of animals that are often used in animal models
for diseases (for example mouse, rat, rabbit, pig or dog), and
in particular in animal models for diseases and disorders
associated with RANK-L (such as the species and animal
models mentioned herein). In this respect, it will be clear to
the skilled person that such cross-reactivity, when present,
may have advantages from a drug development point of
view, since it allows the amino acid sequences and poly-
peptides against human RANK-L to be tested in such disease
models.

More generally, amino acid sequences and polypeptides
of the invention that are cross-reactive with RANK-L from
multiple species of mammal will usually be advantageous
for use in veterinary applications, since it will allow the
same amino acid sequence or polypeptide to be used across
multiple species. Thus, it is also encompassed within the
scope of the invention that amino acid sequences and
polypeptides directed against RANK-L from one species of
animal (such as amino acid sequences and polypeptides
against human RANK-L) can be used in the treatment of
another species of animal, as long as the use of the amino
acid sequences and/or polypeptides provide the desired
effects in the species to be treated.

In one embodiment, the amino acid sequences and poly-
peptides of the invention directed against human RANK-L
are cross-reactive with RANK-L from cynomolgus monkey.
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In another embodiment, the amino acid sequences and
polypeptides of the invention directed against human
RANK-L are cross-reactive with RANK-L from mice or
rats.

In another embodiment, the amino acid sequences and
polypeptides of the invention directed against human
RANK-L are cross-reactive with RANK-L from cynomol-
gus monkey and with RANK-L. from mice or rats.

In another embodiment, the amino acid sequences and
polypeptides of the invention directed against human
RANK-L are not cross-reactive with RANK-L from mice or
rats.

In another embodiment, the amino acid sequences and
polypeptides of the invention directed against human
RANK-L are cross-reactive with RANK-L from cynomol-
gus monkey while not being cross-reactive with RANK-L
from mice or rats.

In another embodiment, the amino acid sequences and
polypeptides of the invention directed against human
RANK-L are not cross-reactive with RANK-L, from cyno-
molgus monkey.

In another embodiment, the amino acid sequences and
polypeptides of the invention directed against human
RANK-L are not cross-reactive with RANK-L, from cyno-
molgus monkey and not with RANK-L from mice or rats.

The present invention is in its broadest sense also not
particularly limited to or defined by a specific antigenic
determinant, epitope, part, domain, subunit or confirmation
(where applicable) of RANK-L against which the amino
acid sequences and polypeptides of the invention are
directed. For example, the amino acid sequences and poly-
peptides may or may not be directed against an “interaction
site” (as defined herein). However, it is generally assumed
and preferred that the amino acid sequences and polypep-
tides of the invention are preferably directed against an
interaction site (as defined herein), and in particular against
the binding site on RANK-L. for RANK or against the
binding site on RANK-L for OPG.

Thus, in one preferred, but non-limiting aspect, the amino
acid sequences and polypeptides of the invention are
directed against the RANK receptor binding site on RANK-
L, and are as further defined herein. Binding of the amino
acid sequences and polypeptides of the invention to the
RANK receptor binding site on RANK-L may inhibit and/or
prevent binding of RANK-L to RANK, and thus inhibit or
prevent the signalling that is mediated by this RANK-L/
RANK binding. The amino acid sequences and polypeptides
of the invention therefore can act as antagonists of the
RANK-I/RANK mediated signalling.

In one, specific, but non-limiting aspect, the amino acid
sequences and polypeptides of the invention are directed
against the RANK receptor binding site on RANK-L while
not interfering (reducing/inhibiting) with the RANK-L/OPG
interaction. In this specific aspect, the amino acid sequences
and polypeptides of the invention will act as antagonists of
the RANK-I[/RANK mediated signalling (and inhibit osteo-
clast maturation and activation) in addition to the OPG
mediated inhibition of osteoclast maturation and activation.

In another preferred, but non-limiting aspect, the amino
acid sequences and polypeptides of the invention are
directed against the OPG binding site on RANK-L, and are
as further defined herein. Binding of the amino acid
sequences and polypeptides of the invention to the OPG
binding site on RANK-L, may inhibit and/or prevent binding
of RANK-L to OPG. The amino acid sequences and poly-
peptides of the invention may therefore act as a competitive
or as a non-competitive inhibitor of the binding of RANK-L.



US 9,475,877 B2

13

to OPG (e.g. in ELISA, in AlphaScreen® assay, in TRAP
assay and/or in NFkappaB assay). Binding of the amino acid
sequences and polypeptides of the invention to the OPG
binding site on RANK-L may, by its turn, inhibit and/or
prevent binding of RANK-L to RANK, and thus inhibit
and/or prevent the signalling that is mediated by this RANK-
L/RANK binding. The amino acid sequences and polypep-
tides of the invention therefore can act as antagonists of the
RANK-IL. and RANK-I/RANK mediated signalling (i.e.
they inhibit RANK/RANK-L interaction).

In some cases, however, the amino acid sequences and
polypeptides of the invention may be directed against an
OPG binding site on RANK-L and interfere with the binding
of RANK-L to OPG without essentially reducing the binding
of RANK-L to RANK. In this case the amino acid sequences
and polypeptides of the invention may boost the signalling
that is mediated by this RANK-L/RANK interaction and act
as agonists of the RANK-[, and RANK-[/RANK mediated
signalling (i.e. they act as antagonist of the action of OPG).

In another aspect of the present invention, the amino acid
sequences and polypeptides of the invention are preferably
directed against an epitope on RANK-L that overlaps with
the epitope of Denosumab. Binding of the amino acid
sequences and polypeptides of the invention to an epitope on
RANK-L that overlaps with the epitope of Denosumab may
inhibit and/or prevent binding of Denosumab to RANK-L.
The amino acid sequences and polypeptides of the invention
may therefore act as a competitive or as a non-competitive
inhibitor of the binding of Denosumab to RANK-L (e.g. in
ELISA, in AlphaScreen® assay, in TRAP assay and/or in
NFkappaB assay).

As further described herein, a polypeptide of the inven-
tion may contain two or more amino acid sequences of the
invention that are directed against RANK-L. Generally, such
polypeptides will bind to RANK-L with increased avidity
compared to a single amino acid sequence of the invention.
Such a polypeptide may for example comprise two amino
acid sequences of the invention that are directed against the
same antigenic determinant, epitope, part, domain, subunit
or confirmation (where applicable) of RANK-L (which may
or may not be an interaction site); or comprise at least one
“first” amino acid sequence of the invention that is directed
against a first same antigenic determinant, epitope, part,
domain, subunit or confirmation (where applicable) of
RANK-L (which may or may not be an interaction site); and
at least one “second” amino acid sequence of the invention
that is directed against a second antigenic determinant,
epitope, part, domain, subunit or confirmation (where appli-
cable) different from the first (and which again may or may
not be an interaction site). Preferably, in such “biparatopic”
polypeptides of the invention, at least one amino acid
sequence of the invention is directed against an interaction
site (as defined herein), although the invention in its broadest
sense is not limited thereto.

Thus, in one particular aspect, a polypeptide of the
invention may comprise two or more amino acid sequences
of the invention that are directed against the binding site for
RANK on RANK-L; or comprise at least one “first” amino
acid sequence of the invention that is directed against the
binding site for RANK on RANK-L; and at least one
“second” amino acid sequence of the invention that is
directed against a second antigenic determinant, epitope,
part, domain, subunit or confirmation different from the first
and which is not a binding site for RANK on RANK-L.

Thus, in another particular aspect, a polypeptide of the
invention may comprise two or more amino acid sequences
of the invention that are directed against the binding site for
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OPG on RANK-L; or comprise at least one “first” amino
acid sequence of the invention that is directed against the
binding site for OPG on RANK-L; and at least one “second”
amino acid sequence of the invention that is directed against
a second antigenic determinant, epitope, part, domain, sub-
unit or confirmation different from the first and which is not
a binding site for OPG on RANK-L.

Also, when the target is part of a binding pair (for
example, a receptor-ligand binding pair), the amino acid
sequences and polypeptides may be such that they compete
with the cognate binding partner (e.g. the ligand, receptor or
other binding partner, as applicable) for binding to the target,
and/or such that they (fully or partially) neutralize binding of
the binding partner to the target.

It is also within the scope of the invention that, where
applicable, an amino acid sequence of the invention can bind
to two or more antigenic determinants, epitopes, parts,
domains, subunits or confirmations of RANK-L. In such a
case, the antigenic determinants, epitopes, parts, domains or
subunits of RANK-L to which the amino acid sequences
and/or polypeptides of the invention bind may be essentially
the same (for example, if RANK-L contains repeated struc-
tural motifs or occurs in a multimeric form) or may be
different (and in the latter case, the amino acid sequences
and polypeptides of the invention may bind to such different
antigenic determinants, epitopes, parts, domains, subunits of
RANK-L with an affinity and/or specificity which may be
the same or different). In a preferred, but non-limiting
aspect, the amino acid sequences and polypeptides of the
invention bind two or three subunits of the RANK-L trimer.
Also, for example, the amino acid sequences and polypep-
tides of the invention may bind to a conformation of
RANK-L in which it is bound to a pertinent ligand, may bind
to a conformation of RANK-L in which it not bound to a
pertinent ligand, or may bind to both such conformations
(again with an affinity and/or specificity which may be the
same or different). For example, the amino acid sequences
and polypeptides of the invention may bind to a conforma-
tion of RANK-L in which it is bound to RANK, may bind
to a conformation of RANK-L in which it not bound to
RANK, or may bind to both such conformations (again with
an affinity and/or specificity which may be the same or
different). For example, the amino acid sequences and
polypeptides of the invention may bind to a conformation of
RANK-L in which it is bound to OPG, may bind to a
conformation of RANK-L in which it not bound to OPG, or
may bind to both such conformations (again with an affinity
and/or specificity which may be the same or different).

RANK-L exists in a membrane bound and soluble form.
The amino acid sequences and polypeptides of the invention
may bind to either forms, or preferably the amino acid
sequences and polypeptides of the invention may bind to
both these forms. RANK-L exists in four different isoforms
(see supra). The amino acid sequences and polypeptides of
the invention may bind to either one of the four isoforms of
RANK-L, or may bind to more than one such as two, three
or all four isoforms of RANK-L.

It is also expected that the amino acid sequences and
polypeptides of the invention will generally bind to all
naturally occurring or synthetic analogs, variants, mutants,
alleles, parts and fragments of RANK-L; or at least to those
analogs, variants, mutants, alleles, parts and fragments of
RANK-L that contain one or more antigenic determinants or
epitopes that are essentially the same as the antigenic
determinant(s) or epitope(s) to which the amino acid
sequences and polypeptides of the invention bind in
RANK-L (e.g. in wild-type RANK-L). Again, in such a case,
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the amino acid sequences and polypeptides of the invention
may bind to such analogs, variants, mutants, alleles, parts
and fragments with an affinity and/or specificity that are the
same as, or that are different from (i.e. higher than or lower
than), the affinity and specificity with which the amino acid
sequences of the invention bind to (wild-type) RANK-L. It
is also included within the scope of the invention that the
amino acid sequences and polypeptides of the invention bind
to some analogs, variants, mutants, alleles, parts and frag-
ments of RANK-L, but not to others.

The amino acid sequences and polypeptides of the inven-
tion may bind to other, related TNF family members (e.g.
TRAIL, TNF-alpha and/or CD40 ligand). In a preferred
aspect, however, the amino acid sequences and polypeptides
of the invention will have no detectable affinity for related
TNF family members (i.e. an affinity which is more than 10
times, preferably more than 100 times, more preferably
more than 1000 times lower than its affinity for RANK-L).
In one aspect, the amino acid sequences and polypeptides of
the invention will have no detectable affinity for TRAIL. In
another aspect, the amino acid sequences and polypeptides
of the invention will have no detectable affinity for TNF-
alpha. In another aspect, the amino acid sequences and
polypeptides of the invention will have no detectable affinity
for CD40 ligand. In yet another aspect, the amino acid
sequences and polypeptides of the invention will have no
detectable affinity for TRAIL, TNF-alpha and/or CD40
ligand.

Similar to all known TNF cytokine family members,
RANK-L self-assembles into noncovalently associated trim-
ers. When RANK-L exists in a monomeric form and in one
or more multimeric forms, it is within the scope of the
invention that the amino acid sequences and polypeptides of
the invention only bind to RANK-L in monomeric form,
only bind to RANK-L in multimeric form, or bind to both
the monomeric and the multimeric form. Again, in such a
case, the amino acid sequences and polypeptides of the
invention may bind to the monomeric form with an affinity
and/or specificity that are the same as, or that are different
from (i.e. higher than or lower than), the affinity and
specificity with which the amino acid sequences of the
invention bind to the multimeric form.

In one non-limiting aspect of the invention, the amino
acid sequences and polypeptides of the invention bind to
RANK-L such that the formation of the RANK-L trimer is
prevented and/or inhibited.

It is accepted that RANK-L binds one receptor molecule
(RANK) along each of the three clefts (or grooves) formed
by neighboring monomers of the homotrimer. In this way,
the RANK-L trimer exhibits three spatially distinct, but
equivalent, intersubunit receptor-binding grooves into which
three receptor molecules bind. Therefore, in order to inhibit
the interaction between RANK-L and its receptors, thera-
peutic molecules should preferably target these intersubunit
receptor binding grooves of RANK-L. NANOBODIES (as
further defined herein) can show so-called cavity-binding
properties (inter alia due to their extended CDR3 loop,
compared to conventional V, domains) and are therefore
ideally suited for inhibition of the interaction of RANK-L
with its RANK receptor. Accordingly, in a preferred aspect,
the amino acid sequences and polypeptides of the invention
bind to the intersubunit receptor-binding grooves of
RANK-L

Also, when RANK-L can associate with other proteins or
polypeptides to form protein complexes (e.g. with multiple
subunits), it is within the scope of the invention that the
amino acid sequences and polypeptides of the invention bind
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to RANK-L in its non-associated state, bind to RANK-L in
its associated state, or bind to both. In all these cases, the
amino acid sequences and polypeptides of the invention may
bind to such multimers or associated protein complexes with
an affinity and/or specificity that may be the same as or
different from (i.e. higher than or lower than) the affinity
and/or specificity with which the amino acid sequences and
polypeptides of the invention bind to RANK-L in its mono-
meric and non-associated state.

Generally, amino acid sequences and polypeptides of the
invention will at least bind to those forms of RANK-L
(including monomeric, multimeric and associated forms)
that are the most relevant from a biological and/or thera-
peutic point of view, as will be clear to the skilled person.

Also, generally, polypeptides of the invention that contain
two or more amino acid sequences and/or NANOBODIES
directed against RANK-L may bind with higher avidity than
the corresponding monomeric amino acid sequences and/or
NANOBODIES.

For example, and without limitation, a multivalent (as
defined herein) protein or polypeptide that contains two or
more amino acid sequences and/or NANOBODIES that are
directed against different epitopes of RANK-L may bind to
RANK-L with higher avidity than the corresponding mono-
mers.

More importantly, a multivalent (as defined herein) pro-
tein or polypeptide that contains two or more amino acid
sequences and/or NANOBODIES that are directed against
RANK-L. may (and usually will) bind with higher avidity to
a multimer of RANK-L than to a monomer of RANK-L, and
will usually also bind with higher avidity than the corre-
sponding monomeric amino acid sequences and/or NANO-
BODIES. In such a multivalent protein or polypeptide, the
two or more amino acid sequences and/or NANOBODIES
may for example be directed against the same epitopes,
substantially equivalent epitopes, or different epitopes. In
one embodiment of such a multivalent protein or polypep-
tide, the two or more amino acid sequences and/or NANO-
BODIES may be the same (and therefore be directed against
the same epitope).

The latter is of particular importance, as it is known that
the primary mode of signal transduction by RANK-L
involves binding of RANK receptors to a trimer of RANK-L
molecules, which contains three receptor binding sites (see
for example Lam et al. 2001, J. Clin. Invest. 108: 971-979).

In the present invention, it has been found that amino acid
sequences and/or NANOBODIES are capable of binding to
RANK-L in such a way that the activity of RANK-L is
reduced, both in in vitro models and in cellular models (see
the Experimental Section below). Although the invention is
not limited to any specific mechanism, explanation or
hypothesis, it is assumed that because of their small size and
high affinity for RANK-L, two or three monovalent amino
acid sequences and/or NANOBODIES of the invention are
capable of simultaneously occupying two or three different
receptor binding sites on the RANK-L trimer, thus prevent-
ing the trimer to initiate receptor binding and thereby to
initiate signal transduction (however, other mechanisms of
action are not excluded: for example, depending on the
epitope against which it is directed, an amino acid sequence
and/or NANOBODY of the invention may also inhibit the
association of RANK-L into the trimeric state).

It should also be noted that, in addition or as an alternative
to binding to two or more receptor binding sites on a single
RANK-L trimer, the proteins or polypeptides of the present
invention that comprises or essentially consists of two or
more amino acid sequences and/or NANOBODIES that are
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directed against epitopes of RANK-L may bind (e.g. inter-
molecularly) epitopes on two separate RANK-L molecules
(e.g. two separate trimers).

However, according to one particularly preferred embodi-
ment, the invention relates to a protein or polypeptide that
comprises or essentially consists of two or more amino acid
sequences and/or NANOBODIES that are each directed
against epitopes on RANK-L (and in particular on the
RANK-L trimer) that lie in and/or form part of the receptor
binding site(s) of the RANK-L trimer, such that said poly-
peptide, upon binding to a RANK-L trimer, is capable of
inhibiting or reducing the RANK receptor binding that is
mediated by said RANK-L trimer and/or the signal trans-
duction that is mediated by such receptor binding.

In particular, according to this preferred embodiment, the
invention relates to a protein or polypeptide that comprises
or essentially consist of two or more amino acid sequences
and/or NANOBODIES that are each directed against
epitopes on RANK-L (and in particular on the RANK-L
trimer) that lie in and/or form part of the receptor binding
site(s) of the RANK-L trimer, wherein said amino acid
sequences and/or NANOBODIES are linked to each other in
such a way that the protein or polypeptide is capable of
simultaneously binding to two or more receptor binding sites
on a single RANK-L trimer (in other words, is capable of
intramolecular binding to at least two RANK-L receptor
binding sites on a RANK-L trimer). In this embodiment, the
two or more amino acid sequences and/or NANOBODIES
are preferably as defined above and are most preferably
NANOBODIES (so that the protein or polypeptide is a
multivalent NANOBODY construct, as further described
herein). Also, in this embodiment, the two or more amino
acid sequences and/or NANOBODIES may be the same or
different; and may directed against different epitopes within
the RANK receptor binding site(s), but are preferably
directed against the same epitope. Some preferred, but
non-limiting constructs of this embodiment of the invention
are SEQ ID NO’s: 622 to 693, 761 to 762 and 766 to 773.

In this embodiment of the invention, the two or more
amino acid sequences and/or NANOBODIES will usually
be linked via one or more suitable linkers, which linkers are
such that each amino acid sequences and/or NANOBODIES
can bind to a different receptor binding site on the same
RANK-L trimer. Suitable linkers will inter alia depend on
(the distance between) the epitopes on the RANK-L trimer
to which the amino acid sequences and/or NANOBODIES
bind, and will be clear to the skilled person based on the
disclosure herein, optionally after some limited degree of
routine experimentation. For example, when the two or more
amino acid sequences are (single) domain antibodies or
NANOBODIES, suitable linkers may be chosen from the
linkers described herein, but with a linker length that is such
that the two or more (single) domain antibodies or NANO-
BODIES can each bind to a different receptor binding site on
the same RANK-L trimer.

Also, when the two or more amino acid sequences that
bind to the receptor binding sites of RANK-L are (single)
domain antibodies or NANOBODIES, they may also be
linked to each other via a third (single) domain antibody or
NANOBODY (in which the two or more (single) domain
antibodies or NANOBODIES may be linked directly to the
third (single) domain antibody/NANOBODY or via suitable
linkers). Such a third (single) domain antibody or NANO-
BODY may for example be a (single) domain antibody or
NANOBODY that provides for an increased half-life, as
further described herein. For example, the latter (single)
domain antibody or NANOBODY may be a (single) domain
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antibody or NANOBODY that is capable of binding to a
(human) serum protein such as (human) serum albumin, as
further described herein. Some non-limiting examples of
such constructs are the constructs of SEQ ID NO’s: 694-729
and 759-760. Such a third (single) domain antibody or
NANOBODY may for example be a (single) domain anti-
body or NANOBODY that is directed against and/or can
bind another epitope on RANK-I,, providing a biparatopic
(single) domain antibody or NANOBODIES, as is further
described herein.

Alternatively, the two or more amino acid sequences
and/or NANOBODIES that bind to the receptor binding
site(s) of RANK-L may be linked in series (either directly or
via a suitable linker) and the third (single) domain antibody
or NANOBODY (which may provide for increased half-life
or which may bind another epitope on RANK-L, as
described above) may be connected directly or via a linker
to one of these two or more aforementioned amino acid
sequences and/or NANOBODIES.

More generally, the distance between the two or more
amino acid sequences and/or NANOBODIES should be
such that it allows the protein or polypeptide to undergo
intramolecular binding to the RANK-L trimer (i.e. instead of
intermolecular binding). The distance between the N-termi-
nus and the C-terminus of two anti-RANK-L amino acid
sequences and/or NANOBODIES can be determined by any
suitable means, such as by crystallography or molecular
modelling (as described, for example, by Lam et al. 2001, J.
Clin. Invest. 108: 971-979). These techniques generally also
make it possible to determine whether a specific multivalent
or multispecific protein or polypeptide is capable of provid-
ing intramolecular modelling. Alternatively, size-exclusion
chromatography (as described by Santora et al., Anal. Bio-
chem., 299: 119-129) could be used to determine whether a
given protein or polypeptide of the invention will (predomi-
nantly) provide intramolecular binding to a RANK-L trimer
or (predominantly) intermolecular binding between two or
more RANK-L trimers. Thus, in one particular embodiment
of the invention, a protein or polypeptide of the invention is
preferably such that, in this experiment, it predominantly or
essentially exclusively leads to intramolecular binding.
However, as emphasized above, it should be noted that
proteins or polypeptides of the invention that operate via
intermolecular binding of separate RANK-L molecules (e.g.
trimers) are also within the scope of the present invention.

Thus, in another preferred aspect, the invention provides
for a multivalent or multispecific protein or polypeptide that
comprises at least two amino acid sequences and/or NANO-
BODIES against RANK-L (and in particular of the RANK-L.
trimer), in which said at least two amino acid sequences
and/or NANOBODIES are linked in such a way that the
distance between the N-terminus and the C-terminus of the
at least two anti-RANK-L. amino acid sequences and/or
NANOBODIES is such that the protein or polypeptide is
capable of undergoing intramolecular binding (as described
herein) with a RANK-L trimer.

In such a preferred protein or polypeptide, the two or
more amino acid sequences and/or NANOBODIES may be
linked in any suitable fashion, as long as the preferred
distance between the N-terminus and the C-terminus of the
at least two anti-RANK-L. amino acid sequences and/or
NANOBODIES can be achieved, and/or as long as the
protein or polypeptide is capable of undergoing intramo-
lecular binding (as described herein) with a RANK-L trimer.

For example, in its simplest form, the at least two amino
acid sequences and/or NANOBODIES are directly linked
via a suitable linker or spacer that provides for the preferred
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distance between the N-terminus and the C-terminus of the
at least two anti-RANK-L amino acid sequences and/or
NANOBODIES and which may allow the protein or poly-
peptide to undergo intramolecular binding (as described
herein) with a RANK-L trimer. Suitable linkers are
described herein, and may—for example and without limi-
tation—comprise an amino acid sequence, which amino acid
sequence preferably has a length of from 1 up to 50 or more
amino acids, more preferably from 5 to 30 amino acids, such
as about 9 to 20 amino acids. Preferably, such an amino acid
sequence should also be such that it allows the protein or
polypeptide to undergo intramolecular binding (as described
herein) with a RANK-L trimer.

Thus, in another preferred aspect, the invention provides
for a multivalent or multispecific protein or polypeptide that
comprises at least two amino acid sequences and/or NANO-
BODIES against RANK-L (and in particular the RANK-L
trimer), in which said amino acid sequences and/or NANO-
BODIES are preferably directly linked to each other using a
suitable linker or spacer such that the distance between the
N-terminus and the C-terminus of the at least two anti-
RANK-L amino acid sequences and/or NANOBODIES is
such that the protein or polypeptide is capable of undergoing
intramolecular binding (as described herein) with a
RANK-L trimer.

More preferably, in this preferred aspect, the linker or
spacer is an amino acid sequence that preferably has a length
of from 1 up to 50 or more amino acids, more preferably
from 5 to 30 amino acids, such as about 9 to 20 amino acids.
In one preferred, but non-limiting embodiment, the linker
essentially consists of glycine and serine residues (as further
described below). For example, one suitable linker is the
GS9 linker described herein, which comprises 9 amino acid
residues, the GS15 linker described herein, which comprises
15 amino acid residues, the GS20 linker described herein,
which comprises 20 amino acid residues and the GS30
linker described herein, which comprises 30 amino acid
residues.

In another embodiment, the at least two amino acid
sequences and/or NANOBODIES against RANK-L are
linked to each other via another moiety (optionally via one
or two linkers), such as another protein or polypeptide. In
this embodiment, it may be desirable to have the preferred
distance (i.e. as mentioned above) between the N-terminus
and the C-terminus of the at least two anti-RANK-L amino
acid sequences and/or NANOBODIES, for example such
that the protein or polypeptide can still undergo intramo-
lecular binding (as described herein) with a RANK-L trimer.
In this embodiment, the at least two amino acid sequences
and/or NANOBODIES may be linked directly to the other
moiety, or using a suitable linker or spacer, again as long as
the preferred distance and/or desired intramolecular binding
can still be achieved. The moiety may be any suitable moiety
which does not detract (too much) from the binding of the
protein or polypeptide to RANK-L and/or from the further
desired biological or pharmacological properties of the
protein or polypeptide. As such, the moiety may be essen-
tially inactive or may be biologically active, and as such may
or may not improve the desired properties of the protein or
polypeptide and/or may confer one or more additional
desired properties to the protein or polypeptide. For
example, and without limitation, the moiety may improve
the half-life of the protein or polypeptide, and/or may reduce
its immunogenicity or improve any other desired property.
In one preferred embodiment, the moiety may be another
amino acid sequences and/or NANOBODY (including but
not limited to a third amino acid sequences and/or NANO-
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BODY against RANK-L, although this is not necessary and
usually less preferred), and in particular another amino acid
sequences and/or NANOBODY that improves the half-life
of the protein or polypeptide, such as an amino acid
sequences and/or NANOBODY that is directed against a
serum protein, for example against human serum albumin.
Examples of such proteins and polypeptides are described
herein.

Thus, in one embodiment, the invention relates to a
multivalent multispecific construct comprising two or more
amino acid sequences and/or NANOBODIES that are each
directed against epitopes on RANK-L (e.g. on the RANK-L.
trimer) that lie in and/or form part of the receptor binding
site, and that are linked to each other via at least one amino
acid sequences and/or NANOBODY that provides for
increased half-life (and optionally via one or more suitable
linkers), such that said polypeptide, upon binding to a
RANK-L trimer, is capable inhibiting or reducing the RANK
receptor binding and/or the signal transduction that is medi-
ated by said RANK-L trimer. Such a polypeptide may be
such that said firstmentioned two or more amino acid
sequences and/or NANOBODIES can each bind to a differ-
ent receptor binding site on a RANK-L trimer.

In particular, in this embodiment, the polypeptide may
comprise a trivalent bispecific NANOBODY, that comprises
two NANOBODIES that are each directed against epitopes
on RANK-L (and in particular of the RANK-L trimer) that
lie in and/or form part of the receptor binding site, in which
said NANOBODIES are linked to each other via a third
NANOBODY that provides for an increased half-life (e.g. a
NANOBODY that is directed to a serum protein such as
human serum albumin), in which each of the firstmentioned
two NANOBODIES may be directly linked to said third
NANOBODY or via one or more suitable linkers, such that
said polypeptide, upon binding to a RANK-L trimer, is
capable of inhibiting or reducing the RANK receptor bind-
ing and/or the signal transduction that is mediated by said
RANK-L trimer. Such a polypeptide may be such that said
firstmentioned two NANOBODIES can each bind to a
different receptor binding site on a RANK-L trimer. Again,
some particularly preferred NANOBODIES for use in this
embodiment of the invention are presented in SEQ ID NO’s:
560 to 621, as well as humanized and other variants thereof
(such as e.g. SEQ ID NO’s: 730 to 757 and 765); and the
NANOBODIES directed against human serum albumin
described herein. Some preferred, but non-limiting con-
structs of this embodiment of the invention are SEQ ID
NO’s: 694 to 729 and 759 to 760.

It is also within the scope of the invention to use parts,
fragments, analogs, mutants, variants, alleles and/or deriva-
tives of the amino acid sequences and polypeptides of the
invention, and/or to use proteins or polypeptides comprising
or essentially consisting of one or more of such parts,
fragments, analogs, mutants, variants, alleles and/or deriva-
tives, as long as these are suitable for the uses envisaged
herein. Such parts, fragments, analogs, mutants, variants,
alleles and/or derivatives will usually contain (at least part
of) a functional antigen-binding site for binding against
RANK-L; and more preferably will be capable of specific
binding to RANK-L, and even more preferably capable of
binding to RANK-L with an affinity (suitably measured
and/or expressed as a Kj-value (actual or apparent), a
K ,-value (actual or apparent), a k , -rate and/or a k,, -rate, or
alternatively as an IC,, value, as further described herein)
that is as defined herein. Some non-limiting examples of
such parts, fragments, analogs, mutants, variants, alleles,
derivatives, proteins and/or polypeptides will become clear
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from the further description herein. Additional fragments or
polypeptides of the invention may also be provided by
suitably combining (i.e. by linking or genetic fusion) one or
more (smaller) parts or fragments as described herein.

In one specific, but non-limiting aspect of the invention,
which will be further described herein, such analogs,
mutants, variants, alleles, derivatives have an increased
half-life in serum (as further described herein) compared to
the amino acid sequence from which they have been derived.
For example, an amino acid sequence of the invention may
be linked (chemically or otherwise) to one or more groups
or moieties that extend the half-life (such as PEG), so as to
provide a derivative of an amino acid sequence of the
invention with increased half-life.

In one specific, but non-limiting aspect, the amino acid
sequence of the invention may be an amino acid sequence
that comprises an immunoglobulin fold or may be an amino
acid sequence that, under suitable conditions (such as physi-
ological conditions) is capable of forming an immunoglobu-
lin fold (i.e. by folding). Reference is inter alia made to the
review by Halaby et al., J. (1999) Protein Eng. 12, 563-71.
Preferably, when properly folded so as to form an immu-
noglobulin fold, such an amino acid sequence is capable of
specific binding (as defined herein) to RANK-L; and more
preferably capable of binding to RANK-L with an affinity
(suitably measured and/or expressed as a K,-value (actual
or apparent), a K -value (actual or apparent), a k, -rate
and/or a k, -rate, or alternatively as an ICs, value, as further
described herein) that is as defined herein. Also, parts,
fragments, analogs, mutants, variants, alleles and/or deriva-
tives of such amino acid sequences are preferably such that
they comprise an immunoglobulin fold or are capable for
forming, under suitable conditions, an immunoglobulin fold.

In particular, but without limitation, the amino acid
sequences of the invention may be amino acid sequences
that essentially consist of 4 framework regions (FR1 to FR4
respectively) and 3 complementarity determining regions
(CDRI1 to CDR3 respectively); or any suitable fragment of
such an amino acid sequence (which will then usually
contain at least some of the amino acid residues that form at
least one of the CDR’s, as further described herein).

The amino acid sequences of the invention may in par-
ticular be an immunoglobulin sequence or a suitable frag-
ment thereof, and more in particular be an immunoglobulin
variable domain sequence or a suitable fragment thereof,
such as light chain variable domain sequence (e.g. a V-
sequence) or a suitable fragment thereof; or a heavy chain
variable domain sequence (e.g. a V-sequence) or a suitable
fragment thereof. When the amino acid sequence of the
invention is a heavy chain variable domain sequence, it may
be a heavy chain variable domain sequence that is derived
from a conventional four-chain antibody (such as, without
limitation, a V sequence that is derived from a human
antibody) or be a so-called V-sequence (as defined
herein) that is derived from a so-called “heavy chain anti-
body” (as defined herein).

However, it should be noted that the invention is not
limited as to the origin of the amino acid sequence of the
invention (or of the nucleotide sequence of the invention
used to express it), nor as to the way that the amino acid
sequence or nucleotide sequence of the invention is (or has
been) generated or obtained. Thus, the amino acid sequences
of the invention may be naturally occurring amino acid
sequences (from any suitable species) or synthetic or semi-
synthetic amino acid sequences. In a specific but non-
limiting aspect of the invention, the amino acid sequence is
a naturally occurring immunoglobulin sequence (from any

10

15

20

25

30

35

40

45

50

55

60

65

22

suitable species) or a synthetic or semi-synthetic immuno-
globulin sequence, including but not limited to “humanized”
(as defined herein) immunoglobulin sequences (such as
partially or fully humanized mouse or rabbit immunoglobu-
lin sequences, and in particular partially or fully humanized
Vi sequences or NANOBODIES), “camelized” (as
defined herein) immunoglobulin sequences, as well as
immunoglobulin sequences that have been obtained by
techniques such as affinity maturation (for example, starting
from synthetic, random or naturally occurring immuno-
globulin sequences), CDR grafting, veneering, combining
fragments derived from different immunoglobulin
sequences, PCR assembly using overlapping primers, and
similar techniques for engineering immunoglobulin
sequences well known to the skilled person; or any suitable
combination of any of the foregoing. Reference is for
example made to the standard handbooks, as well as to the
further description and prior art mentioned herein.

Similarly, the nucleotide sequences of the invention may
be naturally occurring nucleotide sequences or synthetic or
semi-synthetic sequences, and may for example be
sequences that are isolated by PCR from a suitable naturally
occurring template (e.g. DNA or RNA isolated from a cell),
nucleotide sequences that have been isolated from a library
(and in particular, an expression library), nucleotide
sequences that have been prepared by introducing mutations
into a naturally occurring nucleotide sequence (using any
suitable technique known per se, such as mismatch PCR),
nucleotide sequence that have been prepared by PCR using
overlapping primers, or nucleotide sequences that have been
prepared using techniques for DNA synthesis known per se.

The amino acid sequence of the invention may in par-
ticular be a domain antibody (or an amino acid sequence that
is suitable for use as a domain antibody), a single domain
antibody (or an amino acid sequence that is suitable for use
as a single domain antibody), a “dAb” (or an amino acid
sequence that is suitable for use as a dAb) or a NANOBODY
(as defined herein, and including but not limited to a V
sequence); other single variable domains, or any suitable
fragment of any one thereof. For a general description of
(single) domain antibodies, reference is also made to the
prior art cited above, as well as to EP 0 368 684. For the term
“dAb’s”, reference is for example made to Ward et al.
(Nature 1989 Oct. 12; 341 (6242): 544-6), to Holt et al.,
Trends Biotechnol., 2003, 21(11):484-490; as well as to for
example WO 06/030220, WO 06/003388 and other pub-
lished patent applications of Domantis Ltd. It should also be
noted that, although less preferred in the context of the
present invention because they are not of mammalian origin,
single domain antibodies or single variable domains can be
derived from certain species of shark (for example, the
so-called “IgNAR domains”, see for example WO
05/18629).

In particular, the amino acid sequence of the invention
may be a NANOBODY® (as defined herein) or a suitable
fragment thereof. [Note: NANOBODY®, NANOBOD-
IES® and NANOCLONE® are registered trademarks of
Ablynx N.V.] Such NANOBODIES directed against
RANK-L will also be referred to herein as “NANOBODIES
of the invention”.

For a general description of NANOBODIES, reference is
made to the further description below, as well as to the prior
art cited herein. In this respect, it should however be noted
that this description and the prior art mainly described
NANOBODIES of the so-called “V,3 class” (i.e. NANO-
BODIES with a high degree of sequence homology to
human germline sequences of the V3 class such as DP-47,
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DP-51 or DP-29), which NANOBODIES form a preferred

aspect of this invention. It should however be noted that the

invention in its broadest sense generally covers any type of

NANOBODY directed against RANK-L, and for example

also covers the NANOBODIES belonging to the so-called

“V A class” (i.e. NANOBODIES with a high degree of

sequence homology to human germline sequences of the

VA class such as DP-78), as for example described in WO

07/118670.

Generally, NANOBODIES (in particular V., sequences
and partially humanized NANOBODIES) can in particular
be characterized by the presence of one or more “Hallmark
residues” (as described herein) in one or more of the
framework sequences (again as further described herein).

Thus, generally, a NANOBODY can be defined as an
amino acid sequence with the (general) structure

FR1-CDR1-FR2-CDR2-FR3-CDR3-FR4
in which FR1 to FR4 refer to framework regions 1 to 4,
respectively, and in which CDR1 to CDR3 refer to the
complementarity determining regions 1 to 3, respectively,
and in which one or more of the Hallmark residues are as
further defined herein.

In particular, a NANOBODY can be an amino acid
sequence with the (general) structure

FR1-CDR1-FR2-CDR2-FR3-CDR3-FR4
in which FR1 to FR4 refer to framework regions 1 to 4,
respectively, and in which CDR1 to CDR3 refer to the
complementarity determining regions 1 to 3, respectively,
and in which the framework sequences are as further defined
herein.

More in particular, a NANOBODY can be an amino acid
sequence with the (general) structure

FR1-CDR1-FR2-CDR2-FR3-CDR3-FR4
in which FR1 to FR4 refer to framework regions 1 to 4,
respectively, and in which CDR1 to CDR3 refer to the
complementarity determining regions 1 to 3, respectively,
and in which:

i) preferably one or more of the amino acid residues at
positions 11, 37, 44, 45, 47, 83, 84, 103, 104 and 108
according to the Kabat numbering are chosen from the
Hallmark residues mentioned in Table A-3 below;

and in which:

i) said amino acid sequence has at least 80% amino acid
identity with at least one of the amino acid sequences of
SEQ ID NO’s: 1 to 22, in which for the purposes of
determining the degree of amino acid identity, the amino
acid residues that form the CDR sequences (indicated
with X in the sequences of SEQ ID NO’s: 1 to 22) are
disregarded.

In these NANOBODIES, the CDR sequences are gener-
ally as further defined herein.

Thus, the invention also relates to such NANOBODIES
that can bind to (as defined herein) and/or are directed
against RANK-L, to suitable fragments thereof, as well as to
polypeptides that comprise or essentially consist of one or
more of such NANOBODIES and/or suitable fragments.

SEQ ID NO’s: 560-621 give the amino acid sequences of
a number of V,,, sequences that have been raised against
RANK-L.

In particular, the invention in some specific aspects pro-
vides:

amino acid sequences that are directed against (as defined

herein) RANK-L and that have at least 80%, preferably
at least 85%, such as 90% or 95% or more sequence
identity with at least one of the amino acid sequences
of SEQ ID NO’s: 560-621. These amino acid sequences
may further be such that they neutralize binding of
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RANK or OPG to RANK-L; and/or compete with
RANK or OPG for binding to RANK-L; and/or are
directed against an interaction site (as defined herein)
on RANK-L (such as the RANK or OPG binding site);

amino acid sequences that cross-block (as defined herein)
the binding of at least one of the amino acid sequences
of SEQ ID NO’s: 560-621 to RANK-L and/or that
compete with at least one of the amino acid sequences
of SEQ ID NO’s: 560-621 for binding to RANK-L.
Again, these amino acid sequences may further be such
that they neutralize binding of the cognate ligand to
RANK-L; and/or compete with the cognate ligand for
binding to RANK-L; and/or are directed against an
interaction site (as defined herein) on RANK-L (such as
the RANK or OPG binding site);

which amino acid sequences may be as further described
herein (and may for example be NANOBODIES); as well as
polypeptides of the invention that comprise one or more of
such amino acid sequences (which may be as further
described herein, and may for example be bispecific and/or
biparatopic polypeptides as described herein), and nucleic
acid sequences that encode such amino acid sequences and
polypeptides. Such amino acid sequences and polypeptides
do not include any naturally occurring ligands.

Accordingly, some particularly preferred NANOBODIES
of the invention are NANOBODIES which can bind (as
further defined herein) to and/or are directed against to
RANK-L and which:

1) have at least 80% amino acid identity with at least one of
the amino acid sequences of SEQ ID NO’s: 560-621, in
which for the purposes of determining the degree of
amino acid identity, the amino acid residues that form the
CDR sequences are disregarded. In this respect, reference
is also made to Table A-1, which lists the framework 1
sequences (SEQ ID NO’s: 126-187), framework 2
sequences (SEQ ID NO’s: 250-311), framework 3
sequences (SEQ ID NO’s: 374-435) and framework 4
sequences (SEQ ID NO’s: 498-559) of the NANOBOD-
IES of SEQ ID NO’s: 560-621 (with respect to the amino
acid residues at positions 1 to 4 and 27 to 30 of the
framework 1 sequences, reference is also made to the
comments made below. Thus, for determining the degree
of amino acid identity, these residues are preferably
disregarded);

and in which:

i) preferably one or more of the amino acid residues at
positions 11, 37, 44, 45, 47, 83, 84, 103, 104 and 108
according to the Kabat numbering are chosen from the
Hallmark residues mentioned in Table A-3 below.

In these NANOBODIES, the CDR sequences are gener-
ally as further defined herein.

Again, such NANOBODIES may be derived in any
suitable manner and from any suitable source, and may for
example be naturally occurring V,; sequences (i.e. from a
suitable species of Camelid) or synthetic or semi-synthetic
amino acid sequences, including but not limited to “human-
ized” (as defined herein) NANOBODIES, “camelized” (as
defined herein) immunoglobulin sequences (and in particu-
lar camelized heavy chain variable domain sequences), as
well as NANOBODIES that have been obtained by tech-
niques such as affinity maturation (for example, starting
from synthetic, random or naturally occurring immuno-
globulin sequences), CDR grafting, veneering, combining
fragments derived from different immunoglobulin
sequences, PCR assembly using overlapping primers, and
similar techniques for engineering immunoglobulin
sequences well known to the skilled person; or any suitable
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combination of any of the foregoing as further described

herein. Also, when a NANOBODY comprises a Vg,

sequence, said NANOBODY may be suitably humanized, as
further described herein, so as to provide one or more further

(partially or fully) humanized NANOBODIES of the inven-

tion. Similarly, when a NANOBODY comprises a synthetic

or semi-synthetic sequence (such as a partially humanized
sequence), said NANOBODY may optionally be further
suitably humanized, again as described herein, again so as to
provide one or more further (partially or fully) humanized

NANOBODIES of the invention.

In particular, humanized NANOBODIES may be amino
acid sequences that are as generally defined for NANO-
BODIES in the previous paragraphs, but in which at least
one amino acid residue is present (and in particular, in at
least one of the framework residues) that is and/or that
corresponds to a humanizing substitution (as defined
herein). Some preferred, but non-limiting humanizing sub-
stitutions (and suitable combinations thereof) will become
clear to the skilled person based on the disclosure herein. In
addition, or alternatively, other potentially useful humaniz-
ing substitutions can be ascertained by comparing the
sequence of the framework regions of a naturally occurring
V zzr sequence with the corresponding framework sequence
of one or more closely related human V sequences, after
which one or more of the potentially useful humanizing
substitutions (or combinations thereof) thus determined can
be introduced into said V; sequence (in any manner known
per se, as further described herein) and the resulting human-
ized V,;, sequences can be tested for affinity for the target,
for stability, for ease and level of expression, and/or for other
desired properties. In this way, by means of a limited degree
of'trial and error, other suitable humanizing substitutions (or
suitable combinations thereof) can be determined by the
skilled person based on the disclosure herein. Also, based on
the foregoing, (the framework regions of) a NANOBODY
may be partially humanized or fully humanized.

Some particularly preferred humanized NANOBODIES
of the invention are humanized variants of the NANOBOD-
IES of SEQ ID NO’s: 560-621, of which the amino acid
sequences of SEQ ID NO’s: 730-757 and 765 are some
especially preferred examples.

Thus, some other preferred NANOBODIES of the inven-
tion are NANOBODIES which can bind (as further defined
herein) to RANK-L and which:

i) are a humanized variant of one of the amino acid
sequences of SEQ ID NO’s: 560-621; and/or

ii) have at least 80% amino acid identity with at least one of
the amino acid sequences of SEQ ID NO’s: 560-621
and/or at least one of the amino acid sequences of SEQ ID
NO’s: 730-757 and 765, in which for the purposes of
determining the degree of amino acid identity, the amino
acid residues that form the CDR sequences are disre-
garded;

and in which:

i) preferably one or more of the amino acid residues at
positions 11, 37, 44, 45, 47, 83, 84, 103, 104 and 108
according to the Kabat numbering are chosen from the
Hallmark residues mentioned in Table A-3 below.
According to another specific aspect of the invention, the

invention provides a number of stretches of amino acid

residues (i.e. small peptides) that are particularly suited for
binding to RANK-L. These stretches of amino acid residues
may be present in, and/or may be incorporated into, an
amino acid sequence of the invention, in particular in such

a way that they form (part of) the antigen binding site of an

amino acid sequence of the invention. As these stretches of
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amino acid residues were first generated as CDR sequences
ofheavy chain antibodies or V,, sequences that were raised
against RANK-L (or may be based on and/or derived from
such CDR sequences, as further described herein), they will
also generally be referred to herein as “CDR sequences” (i.e.
as CDR1 sequences, CDR2 sequences and CDR3 sequences,
respectively). It should however be noted that the invention
in its broadest sense is not limited to a specific structural role
or function that these stretches of amino acid residues may
have in an amino acid sequence of the invention, as long as
these stretches of amino acid residues allow the amino acid
sequence of the invention to bind to RANK-L. Thus, gen-
erally, the invention in its broadest sense comprises any
amino acid sequence that is capable of binding to RANK-L
and that comprises one or more CDR sequences as described
herein, and in particular a suitable combination of two or
more such CDR sequences, that are suitably linked to each
other via one or more further amino acid sequences, such
that the entire amino acid sequence forms a binding domain
and/or binding unit that is capable of binding to RANK-L.
It should however also be noted that the presence of only one
such CDR sequence in an amino acid sequence of the
invention may by itself already be sufficient to provide an
amino acid sequence of the invention that is capable of
binding to RANK-L; reference is for example again made to
the so-called “Expedite fragments” described in WO
03/050531.

Thus, in another specific, but non-limiting aspect, the
amino acid sequence of the invention may be an amino acid
sequence that comprises at least one amino acid sequence
that is chosen from the group consisting of the CDR1
sequences, CDR2 sequences and CDR3 sequences that are
described herein (or any suitable combination thereof). In
particular, an amino acid sequence of the invention may be
an amino acid sequence that comprises at least one antigen
binding site, wherein said antigen binding site comprises at
least one amino acid sequence that is chosen from the group
consisting of the CDR1 sequences, CDR2 sequences and
CDR3 sequences that are described herein (or any suitable
combination thereof).

Generally, in this aspect of the invention, the amino acid
sequence of the invention may be any amino acid sequence
that comprises at least one stretch of amino acid residues, in
which said stretch of amino acid residues has an amino acid
sequence that corresponds to the sequence of at least one of
the CDR sequences described herein. Such an amino acid
sequence may or may not comprise an immunoglobulin fold.
For example, and without limitation, such an amino acid
sequence may be a suitable fragment of an immunoglobulin
sequence that comprises at least one such CDR sequence,
but that is not large enough to form a (complete) immuno-
globulin fold (reference is for example again made to the
“Expedite fragments” described in WO 03/050531). Alter-
natively, such an amino acid sequence may be a suitable
“protein scaffold” that comprises least one stretch of amino
acid residues that corresponds to such a CDR sequence (i.e.
as part of its antigen binding site). Suitable scaffolds for
presenting amino acid sequences will be clear to the skilled
person, and for example comprise, without limitation, to
binding scaffolds based on or derived from immunoglobu-
lins (i.e. other than the immunoglobulin sequences already
described herein), protein scaffolds derived from protein A
domains (such as Affibodies™), tendamistat, fibronectin,
lipocalin, CTLA-4, T-cell receptors, designed ankyrin
repeats, avimers and PDZ domains (Binz et al., Nat. Biotech
2005, Vol 23:1257), and binding moieties based on DNA or
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RNA including but not limited to DNA or RNA aptamers
(Ulrich et al., Comb Chem High Throughput Screen 2006
9(8):619-32).

Again, any amino acid sequence of the invention that
comprises one or more of these CDR sequences is preferably
such that it can specifically bind (as defined herein) to
RANK-L, and more in particular such that it can bind to
RANK-I. with an affinity (suitably measured and/or
expressed as a K,-value (actual or apparent), a K ,-value
(actual or apparent), a k,,-rate and/or a k, ,-rate, or alterna-
tively as an IC;, value, as further described herein), that is
as defined herein.

More in particular, the amino acid sequences according to
this aspect of the invention may be any amino acid sequence
that comprises at least one antigen binding site, wherein said
antigen binding site comprises at least two amino acid
sequences that are chosen from the group consisting of the
CDRI1 sequences described herein, the CDR2 sequences
described herein and the CDR3 sequences described herein,
such that (i) when the first amino acid sequence is chosen
from the CDRI1 sequences described herein, the second
amino acid sequence is chosen from the CDR2 sequences
described herein or the CDR3 sequences described herein;
(i1) when the first amino acid sequence is chosen from the
CDR2 sequences described herein, the second amino acid
sequence is chosen from the CDR1 sequences described
herein or the CDR3 sequences described herein; or (iii)
when the first amino acid sequence is chosen from the CDR3
sequences described herein, the second amino acid sequence
is chosen from the CDR1 sequences described herein or the
CDR3 sequences described herein.

Even more in particular, the amino acid sequences of the
invention may be amino acid sequences that comprise at
least one antigen binding site, wherein said antigen binding
site comprises at least three amino acid sequences that are
chosen from the group consisting of the CDR1 sequences
described herein, the CDR2 sequences described herein and
the CDR3 sequences described herein, such that the first
amino acid sequence is chosen from the CDR1 sequences
described herein, the second amino acid sequence is chosen
from the CDR2 sequences described herein, and the third
amino acid sequence is chosen from the CDR3 sequences
described herein. Preferred combinations of CDR1, CDR2
and CDR3 sequences will become clear from the further
description herein. As will be clear to the skilled person,
such an amino acid sequence is preferably an immunoglobu-
lin sequence (as further described herein), but it may for
example also be any other amino acid sequence that com-
prises a suitable scaffold for presenting said CDR sequences.

Thus, in one specific, but non-limiting aspect, the inven-
tion relates to an amino acid sequence directed against
RANK-L, that comprises one or more stretches of amino
acid residues chosen from the group consisting of:

a) the amino acid sequences of SEQ ID NO’s: 188-249;
b) amino acid sequences that have at least 80% amino acid
identity with at least one of the amino acid sequences of

SEQ ID NO’s: 188-249;
¢) amino acid sequences that have 3, 2, or 1 amino acid

difference with at least one of the amino acid sequences

of SEQ ID NO’s: 188-249;

d) the amino acid sequences of SEQ ID NO’s: 312-373 and

758;

e) amino acid sequences that have at least 80% amino acid
identity with at least one of the amino acid sequences of

SEQ ID NO’s: 312-373 and 758,
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f) amino acid sequences that have 3, 2, or 1 amino acid
difference with at least one of the amino acid sequences
of SEQ ID NO’s: 312-373 and 758;

g) the amino acid sequences of SEQ ID NO’s: 436-497;

h) amino acid sequences that have at least 80% amino acid
identity with at least one of the amino acid sequences of
SEQ ID NO’s: 436-497,

i) amino acid sequences that have 3, 2, or 1 amino acid
difference with at least one of the amino acid sequences
of SEQ ID NO’s: 436-497,

or any suitable combination thereof.

When an amino acid sequence of the invention contains
one or more amino acid sequences according to b) and/or ¢):
i) any amino acid substitution in such an amino acid

sequence according to b) and/or ¢) is preferably, and

compared to the corresponding amino acid sequence
according to a), a conservative amino acid substitution,

(as defined herein);
and/or
ii) the amino acid sequence according to b) and/or c)

preferably only contains amino acid substitutions, and no

amino acid deletions or insertions, compared to the cor-

responding amino acid sequence according to a);
and/or
iii) the amino acid sequence according to b) and/or ¢) may

be an amino acid sequence that is derived from an amino

acid sequence according to a) by means of affinity matu-
ration using one or more techniques of affinity maturation
known per se.

Similarly, when an amino acid sequence of the invention
contains one or more amino acid sequences according to e)
and/or f):

i) any amino acid substitution in such an amino acid
sequence according to e) and/or f) is preferably, and
compared to the corresponding amino acid sequence
according to d), a conservative amino acid substitution,
(as defined herein);

and/or

ii) the amino acid sequence according to e) and/or f)
preferably only contains amino acid substitutions, and no
amino acid deletions or insertions, compared to the cor-
responding amino acid sequence according to d);

and/or

iii) the amino acid sequence according to e) and/or f) may be
an amino acid sequence that is derived from an amino acid
sequence according to d) by means of affinity maturation
using one or more techniques of affinity maturation
known per se.

Also, similarly, when an amino acid sequence of the
invention contains one or more amino acid sequences
according to h) and/or 1):

i) any amino acid substitution in such an amino acid
sequence according to h) and/or i) is preferably, and
compared to the corresponding amino acid sequence
according to g), a conservative amino acid substitution,
(as defined herein);

and/or

ii) the amino acid sequence according to h) and/or i)
preferably only contains amino acid substitutions, and no
amino acid deletions or insertions, compared to the cor-
responding amino acid sequence according to g);

and/or

iii) the amino acid sequence according to h) and/or 1) may be
an amino acid sequence that is derived from an amino acid
sequence according to g) by means of affinity maturation
using one or more techniques of affinity maturation
known per se.
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It should be understood that the last preceding paragraphs
also generally apply to any amino acid sequences of the
invention that comprise one or more amino acid sequences
according to b), ¢), e), ), h) or 1), respectively.

In this specific aspect, the amino acid sequence preferably
comprises one or more stretches of amino acid residues
chosen from the group consisting of:

i) the amino acid sequences of SEQ ID NO’s: 188-249;

i1) the amino acid sequences of SEQ ID NO’s: 312-373 and
758; and

iii) the amino acid sequences of SEQ ID NO’s: 436-497;

or any suitable combination thereof.

Also, preferably, in such an amino acid sequence, at least
one of said stretches of amino acid residues forms part of the
antigen binding site for binding against RANK-L..

In a more specific, but again non-limiting aspect, the
invention relates to an amino acid sequence directed against
RANK-L, that comprises two or more stretches of amino
acid residues chosen from the group consisting of:

a) the amino acid sequences of SEQ ID NO’s: 188-249;

b) amino acid sequences that have at least 80% amino acid
identity with at least one of the amino acid sequences of
SEQ ID NO’s: 188-249;

¢) amino acid sequences that have 3, 2, or 1 amino acid
difference with at least one of the amino acid sequences
of SEQ ID NO’s: 188-249;

d) the amino acid sequences of SEQ ID NO’s: 312-373 and
758;

e) amino acid sequences that have at least 80% amino acid
identity with at least one of the amino acid sequences of
SEQ ID NO’s: 312-373 and 758,

f) amino acid sequences that have 3, 2, or 1 amino acid
difference with at least one of the amino acid sequences
of SEQ ID NO’s: 312-373 and 758;

g) the amino acid sequences of SEQ ID NO’s: 436-497;

h) amino acid sequences that have at least 80% amino acid
identity with at least one of the amino acid sequences of
SEQ ID NO’s: 436-497,

i) amino acid sequences that have 3, 2, or 1 amino acid
difference with at least one of the amino acid sequences
of SEQ ID NO’s: 436-497,

such that (i) when the first stretch of amino acid residues
corresponds to one of the amino acid sequences according to
a), b) or c), the second stretch of amino acid residues
corresponds to one of the amino acid sequences according to
d), e), 1), g), h) or 1); (ii) when the first stretch of amino acid
residues corresponds to one of the amino acid sequences
according to d), e) or f), the second stretch of amino acid
residues corresponds to one of the amino acid sequences
according to a), b), ¢), g), h) or 1); or (iii) when the first
stretch of amino acid residues corresponds to one of the
amino acid sequences according to g), h) or i), the second
stretch of amino acid residues corresponds to one of the
amino acid sequences according to a), b), ¢), d), e) or ).

In this specific aspect, the amino acid sequence preferably
comprises two or more stretches of amino acid residues
chosen from the group consisting of:

i) the amino acid sequences of SEQ ID NO’s: 188-249;

i1) the amino acid sequences of SEQ ID NO’s: 312-373 and

758; and
iii) the amino acid sequences of SEQ ID NO’s: 436-497;
such that, (i) when the first stretch of amino acid residues
corresponds to one of the amino acid sequences of SEQ ID
NO’s: 188-249, the second stretch of amino acid residues
corresponds to one of the amino acid sequences of SEQ ID
NO’s: 312-373 and 758 or of SEQ ID NO’s: 436-497; (ii)
when the first stretch of amino acid residues corresponds to
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one of the amino acid sequences of SEQ ID NO’s: 312-373

and 758, the second stretch of amino acid residues corre-

sponds to one of the amino acid sequences of SEQ ID NO’s:

188-249 or of SEQ ID NO’s: 436-497; or (iii) when the first

stretch of amino acid residues corresponds to one of the

amino acid sequences of SEQ ID NO’s: 436-497, the second
stretch of amino acid residues corresponds to one of the
amino acid sequences of SEQ ID NO’s: 188-249 or of SEQ

ID NO’s: 312-373 and 758.

Also, in such an amino acid sequence, the at least two
stretches of amino acid residues again preferably form part
of the antigen binding site for binding against RANK-L.

In an even more specific, but non-limiting aspect, the
invention relates to an amino acid sequence directed against
RANK-L, that comprises three or more stretches of amino
acid residues, in which the first stretch of amino acid
residues is chosen from the group consisting of:

a) the amino acid sequences of SEQ ID NO’s: 188-249;

b) amino acid sequences that have at least 80% amino acid
identity with at least one of the amino acid sequences of
SEQ ID NO’s: 188-249;

¢) amino acid sequences that have 3, 2, or 1 amino acid
difference with at least one of the amino acid sequences
of SEQ ID NO’s: 188-249;

the second stretch of amino acid residues is chosen from the

group consisting of:

d) the amino acid sequences of SEQ ID NO’s: 312-373 and
758;

e) amino acid sequences that have at least 80% amino acid
identity with at least one of the amino acid sequences of
SEQ ID NO’s: 312-373 and 758;

f) amino acid sequences that have 3, 2, or 1 amino acid
difference with at least one of the amino acid sequences
of SEQ ID NO’s: 312-373 and 758;

and the third stretch of amino acid residues is chosen from

the group consisting of:

g) the amino acid sequences of SEQ ID NO’s: 436-497;

h) amino acid sequences that have at least 80% amino acid
identity with at least one of the amino acid sequences of
SEQ ID NO’s: 436-497,

i) amino acid sequences that have 3, 2, or 1 amino acid
difference with at least one of the amino acid sequences
of SEQ ID NO’s: 436-497.

Preferably, in this specific aspect, the first stretch of amino
acid residues is chosen from the group consisting of the
amino acid sequences of SEQ ID NO’s: 188-249; the second
stretch of amino acid residues is chosen from the group
consisting of the amino acid sequences of SEQ ID NO’s:
312-373 and 758; and the third stretch of amino acid
residues is chosen from the group consisting of the amino
acid sequences of SEQ ID NO’s: 436-497.

Again, preferably, in such an amino acid sequence, the at
least three stretches of amino acid residues forms part of the
antigen binding site for binding against RANK-L.

Preferred combinations of such stretches of amino acid
sequences will become clear from the further disclosure
herein.

Preferably, in such amino acid sequences the CDR
sequences have at least 70% amino acid identity, preferably
at least 80% amino acid identity, more preferably at least
90% amino acid identity, such as 95% amino acid identity or
more or even essentially 100% amino acid identity with the
CDR sequences of at least one of the amino acid sequences
of SEQ ID NO’s: 560-621. This degree of amino acid
identity can for example be determined by determining the
degree of amino acid identity (in a manner described herein)
between said amino acid sequence and one or more of the
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sequences of SEQ ID NO’s: 560-621, in which the amino

acid residues that form the framework regions are disre-

garded. Also, such amino acid sequences of the invention
can be as further described herein.

Also, such amino acid sequences are preferably such that
they can specifically bind (as defined herein) to RANK-L;
and more in particular bind to RANK-L. with an affinity
(suitably measured and/or expressed as a K,-value (actual
or apparent), a K -value (actual or apparent), a k_,-rate
and/or a k,-rate, or alternatively as an ICs, value, as further
described herein) that is as defined herein.

When the amino acid sequence of the invention essen-
tially consists of 4 framework regions (FR1 to FR4, respec-
tively) and 3 complementarity determining regions (CDR1
to CDR3, respectively), the amino acid sequence of the
invention is preferably such that:

CDR1 is chosen from the group consisting of:

a) the amino acid sequences of SEQ ID NO’s: 188-249;

b) amino acid sequences that have at least 80% amino acid
identity with at least one of the amino acid sequences of
SEQ ID NO’s: 188-249;

¢) amino acid sequences that have 3, 2, or 1 amino acid
difference with at least one of the amino acid sequences
of SEQ ID NO’s: 188-249;

and/or
CDR2 is chosen from the group consisting of:

d) the amino acid sequences of SEQ ID NO’s: 312-373 and
758;

e) amino acid sequences that have at least 80% amino acid
identity with at least one of the amino acid sequences of
SEQ ID NO’s: 312-373 and 758,

f) amino acid sequences that have 3, 2, or 1 amino acid
difference with at least one of the amino acid sequences
of SEQ ID NO’s: 312-373 and 758;

and/or
CDR3 is chosen from the group consisting of:

g) the amino acid sequences of SEQ ID NO’s: 436-497;

h) amino acid sequences that have at least 80% amino acid
identity with at least one of the amino acid sequences of
SEQ ID NO’s: 436-497,

i) amino acid sequences that have 3, 2, or 1 amino acid
difference with at least one of the amino acid sequences
of SEQ ID NO’s: 436-497.

In particular, such an amino acid sequence of the inven-
tion may be such that CDR1 is chosen from the group
consisting of the amino acid sequences of SEQ ID NO’s:
188-249; and/or CDR2 is chosen from the group consisting
of the amino acid sequences of SEQ ID NO’s: 312-373 and
758; and/or CDR3 is chosen from the group consisting of the
amino acid sequences of SEQ ID NO’s: 436-497.

In particular, when the amino acid sequence of the inven-
tion essentially consists of 4 framework regions (FR1 to
FR4, respectively) and 3 complementarity determining
regions (CDR1 to CDR3, respectively), the amino acid
sequence of the invention is preferably such that:

CDR1 is chosen from the group consisting of:

a) the amino acid sequences of SEQ ID NO’s: 188-249;

b) amino acid sequences that have at least 80% amino acid
identity with at least one of the amino acid sequences of
SEQ ID NO’s: 188-249;

¢) amino acid sequences that have 3, 2, or 1 amino acid
difference with at least one of the amino acid sequences
of SEQ ID NO’s: 188-249;

and
CDR2 is chosen from the group consisting of:

d) the amino acid sequences of SEQ ID NO’s: 312-373 and
758;
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e) amino acid sequences that have at least 80% amino acid
identity with at least one of the amino acid sequences of
SEQ ID NO’s: 312-373 and 758;

f) amino acid sequences that have 3, 2, or 1 amino acid
difference with at least one of the amino acid sequences
of SEQ ID NO’s: 312-373 and 758;

and
CDR3 is chosen from the group consisting of:

g) the amino acid sequences of SEQ ID NO’s: 436-497;

h) amino acid sequences that have at least 80% amino acid
identity with at least one of the amino acid sequences of
SEQ ID NO’s: 436-497,

i) amino acid sequences that have 3, 2, or 1 amino acid
difference with at least one of the amino acid sequences
of SEQ ID NO’s: 436-497; or any suitable fragment of
such an amino acid sequence.

In particular, such an amino acid sequence of the inven-
tion may be such that CDR1 is chosen from the group
consisting of the amino acid sequences of SEQ ID NO’s:
188-249; and CDR2 is chosen from the group consisting of
the amino acid sequences of SEQ ID NO’s: 312-373 and
758; and CDR3 is chosen from the group consisting of the
amino acid sequences of SEQ ID NO’s: 436-497.

Again, preferred combinations of CDR sequences will
become clear from the further description herein.

Also, such amino acid sequences are preferably such that
they can specifically bind (as defined herein) to RANK-L;
and more in particular bind to RANK-L with an affinity
(suitably measured and/or expressed as a K,-value (actual
or apparent), a K -value (actual or apparent), a k_,-rate
and/or ak,-rate, or alternatively as an ICs, value, as further
described herein) that is as defined herein.

In one preferred, but non-limiting aspect, the invention
relates to an amino acid sequence that essentially consists of
4 framework regions (FR1 to FR4, respectively) and 3
complementarity determining regions (CDR1 to CDR3,
respectively), in which the CDR sequences of said amino
acid sequence have at least 70% amino acid identity, pref-
erably at least 80% amino acid identity, more preferably at
least 90% amino acid identity, such as 95% amino acid
identity or more or even essentially 100% amino acid
identity with the CDR sequences of at least one of the amino
acid sequences of SEQ ID NO’s: 560-621. This degree of
amino acid identity can for example be determined by
determining the degree of amino acid identity (in a manner
described herein) between said amino acid sequence and one
or more of the sequences of SEQ ID NO’s: 560-621, in
which the amino acid residues that form the framework
regions are disregarded. Such amino acid sequences of the
invention can be as further described herein.

In such an amino acid sequence of the invention, the
framework sequences may be any suitable framework
sequences, and examples of suitable framework sequences
will be clear to the skilled person, for example on the basis
the standard handbooks and the further disclosure and prior
art mentioned herein.

The framework sequences are preferably (a suitable com-
bination of) immunoglobulin framework sequences or
framework sequences that have been derived from immu-
noglobulin framework sequences (for example, by human-
ization or camelization). For example, the framework
sequences may be framework sequences derived from a light
chain variable domain (e.g. a V,-sequence) and/or from a
heavy chain variable domain (e.g. a V-sequence). In one
particularly preferred aspect, the framework sequences are
either framework sequences that have been derived from a
Vrsequence (in which said framework sequences may
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optionally have been partially or fully humanized) or are
conventional V,, sequences that have been camelized (as
defined herein).

The framework sequences are preferably such that the
amino acid sequence of the invention is a domain antibody
(or an amino acid sequence that is suitable for use as a
domain antibody); is a single domain antibody (or an amino
acid sequence that is suitable for use as a single domain
antibody); is a “dAb” (or an amino acid sequence that is
suitable for use as a dAb); or is a NANOBODY™ (including
but not limited to V ; sequence). Again, suitable framework
sequences will be clear to the skilled person, for example on
the basis the standard handbooks and the further disclosure
and prior art mentioned herein.

In particular, the framework sequences present in the
amino acid sequences of the invention may contain one or
more of Hallmark residues (as defined herein), such that the
amino acid sequence of the invention is a NANOBODY.
Some preferred, but non-limiting examples of (suitable
combinations of) such framework sequences will become
clear from the further disclosure herein.

Again, as generally described herein for the amino acid
sequences of the invention, it is also possible to use suitable
fragments (or combinations of fragments) of any of the
foregoing, such as fragments that contain one or more CDR
sequences, suitably flanked by and/or linked via one or more
framework sequences (for example, in the same order as
these CDR’s and framework sequences may occur in the
full-sized immunoglobulin sequence from which the frag-
ment has been derived). Such fragments may also again be
such that they comprise or can form an immunoglobulin
fold, or alternatively be such that they do not comprise or
cannot form an immunoglobulin fold.

In one specific aspect, such a fragment comprises a single
CDR sequence as described herein (and in particular a
CDR3 sequence), that is flanked on each side by (part of) a
framework sequence (and in particular, part of the frame-
work sequence(s) that, in the immunoglobulin sequence
from which the fragment is derived, are adjacent to said
CDR sequence. For example, a CDR3 sequence may be
preceded by (part of) a FR3 sequence and followed by (part
of) a FR4 sequence). Such a fragment may also contain a
disulphide bridge, and in particular a disulphide bridge that
links the two framework regions that precede and follow the
CDR sequence, respectively (for the purpose of forming
such a disulphide bridge, cysteine residues that naturally
occur in said framework regions may be used, or alterna-
tively cysteine residues may be synthetically added to or
introduced into said framework regions). For a further
description of these “Expedite fragments”, reference is again
made to WO 03/050531, as well as to the US provisional
application of Ablynx N.V. entitled “Peptides capable of
binding to serum proteins” of Ablynx N.V. (inventors:
Revets, Hilde Adi Pierrette; Kolkman, Joost Alexander; and
Hoogenboom, Hendricus Renerus Jacobus Mattheus) filed
on Dec. 5, 2006 (see also PCT/EP2007/063348).

In another aspect, the invention relates to a compound or
construct, and in particular a protein or polypeptide (also
referred to herein as a “compound of the invention” or
“polypeptide of the invention”, respectively) that comprises
or essentially consists of one or more amino acid sequences
of the invention (or suitable fragments thereof), and option-
ally further comprises one or more other groups, residues,
moieties or binding units. As will become clear to the skilled
person from the further disclosure herein, such further
groups, residues, moieties, binding units or amino acid
sequences may or may not provide further functionality to
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the amino acid sequence of the invention (and/or to the
compound or construct in which it is present) and may or
may not modify the properties of the amino acid sequence of
the invention.

For example, such further groups, residues, moieties or
binding units may be one or more additional amino acid
sequences, such that the compound or construct is a (fusion)
protein or (fusion) polypeptide. In a preferred but non-
limiting aspect, said one or more other groups, residues,
moieties or binding units are immunoglobulin sequences.
Even more preferably, said one or more other groups,
residues, moieties or binding units are chosen from the
group consisting of domain antibodies, amino acid
sequences that are suitable for use as a domain antibody,
single domain antibodies, amino acid sequences that are
suitable for use as a single domain antibody, “dAb”’s, amino
acid sequences that are suitable for use as a dAb, or
NANOBODIES.

Alternatively, such groups, residues, moieties or binding
units may for example be chemical groups, residues, moi-
eties, which may or may not by themselves be biologically
and/or pharmacologically active. For example, and without
limitation, such groups may be linked to the one or more
amino acid sequences of the invention so as to provide a
“derivative” of an amino acid sequence or polypeptide of the
invention, as further described herein.

Also within the scope of the present invention are com-
pounds or constructs, that comprises or essentially consists
of one or more derivatives as described herein, and option-
ally further comprises one or more other groups, residues,
moieties or binding units, optionally linked via one or more
linkers. Preferably, said one or more other groups, residues,
moieties or binding units are amino acid sequences.

In the compounds or constructs described above, the one
or more amino acid sequences of the invention and the one
or more groups, residues, moieties or binding units may be
linked directly to each other and/or via one or more suitable
linkers or spacers. For example, when the one or more
groups, residues, moieties or binding units are amino acid
sequences, the linkers may also be amino acid sequences, so
that the resulting compound or construct is a fusion (protein)
or fusion (polypeptide).

The compounds or polypeptides of the invention can
generally be prepared by a method which comprises at least
one step of suitably linking the one or more amino acid
sequences of the invention to the one or more further groups,
residues, moieties or binding units, optionally via the one or
more suitable linkers, so as to provide the compound or
polypeptide of the invention. Polypeptides of the invention
can also be prepared by a method which generally comprises
at least the steps of providing a nucleic acid that encodes a
polypeptide of the invention, expressing said nucleic acid in
a suitable manner, and recovering the expressed polypeptide
of the invention. Such methods can be performed in a
manner known per se, which will be clear to the skilled
person, for example on the basis of the methods and tech-
niques further described herein.

The process of designing/selecting and/or preparing a
compound or polypeptide of the invention, starting from an
amino acid sequence of the invention, is also referred to
herein as “formatting” said amino acid sequence of the
invention; and an amino acid of the invention that is made
part of a compound or polypeptide of the invention is said
to be “formatted” or to be “in the format of”” said compound
or polypeptide of the invention. Examples of ways in which
an amino acid sequence of the invention can be formatted
and examples of such formats will be clear to the skilled
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person based on the disclosure herein; and such formatted
amino acid sequences form a further aspect of the invention.

In one specific aspect of the invention, a compound of the
invention or a polypeptide of the invention may have an
increased half-life, compared to the corresponding amino
acid sequence of the invention. Some preferred, but non-
limiting examples of such compounds and polypeptides will
become clear to the skilled person based on the further
disclosure herein, and for example comprise amino acid
sequences or polypeptides of the invention that have been
chemically modified to increase the half-life thereof (for
example, by means of pegylation); amino acid sequences of
the invention that comprise at least one additional binding
site for binding to a serum protein (such as serum albumin);
or polypeptides of the invention that comprise at least one
amino acid sequence of the invention that is linked to at least
one moiety (and in particular at least one amino acid
sequence) that increases the half-life of the amino acid
sequence of the invention. Examples of polypeptides of the
invention that comprise such half-life extending moieties or
amino acid sequences will become clear to the skilled person
based on the further disclosure herein; and for example
include, without limitation, polypeptides in which the one or
more amino acid sequences of the invention are suitable
linked to one or more serum proteins or fragments thereof
(such as (human) serum albumin or suitable fragments
thereof) or to one or more binding units that can bind to
serum proteins (such as, for example, domain antibodies,
amino acid sequences that are suitable for use as a domain
antibody, single domain antibodies, amino acid sequences
that are suitable for use as a single domain antibody,
“dAb”’s, amino acid sequences that are suitable for use as a
dAb, or NANOBODIES that can bind to serum proteins
such as serum albumin (such as human serum albumin),
serum immunoglobulins such as IgG, or transferrin; refer-
ence is made to the further description and references
mentioned herein); polypeptides in which an amino acid
sequence of the invention is linked to an Fc portion (such as
a human Fc) or a suitable part or fragment thereof; or
polypeptides in which the one or more amino acid sequences
of the invention are suitable linked to one or more small
proteins or peptides that can bind to serum proteins (such as,
without limitation, the proteins and peptides described in
WO 91/01743, WO 01/45746, WO 02/076489 and to the US
provisional application of Ablynx N.V. entitled “Peptides
capable of binding to serum proteins” of Ablynx N.V. filed
on Dec. 5, 2006 (see also PCT/EP2007/063348).

Generally, the compounds or polypeptides of the inven-
tion with increased half-life preferably have a half-life that
is at least 1.5 times, preferably at least 2 times, such as at
least 5 times, for example at least 10 times or more than 20
times, greater than the half-life of the corresponding amino
acid sequence of the invention per se. For example, the
compounds or polypeptides of the invention with increased
half-life may have a half-life that is increased with more than
1 hours, preferably more than 2 hours, more preferably more
than 6 hours, such as more than 12 hours, or even more than
24, 48 or 72 hours, compared to the corresponding amino
acid sequence of the invention per se.

In a preferred, but non-limiting aspect of the invention,
such compounds or polypeptides of the invention have a
serum half-life that is increased with more than 1 hours,
preferably more than 2 hours, more preferably more than 6
hours, such as more than 12 hours, or even more than 24, 48
or 72 hours, compared to the corresponding amino acid
sequence of the invention per se.
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In another preferred, but non-limiting aspect of the inven-
tion, such compounds or polypeptides of the invention
exhibit a serum half-life in human of at least about 12 hours,
preferably at least 24 hours, more preferably at least 48
hours, even more preferably at least 72 hours or more. For
example, compounds or polypeptides of the invention may
have a half-life of at least 5 days (such as about 5 to 10 days),
preferably at least 9 days (such as about 9 to 14 days), more
preferably at least about 10 days (such as about 10 to 15
days), or at least about 11 days (such as about 11 to 16 days),
more preferably at least about 12 days (such as about 12 to
18 days or more), or more than 14 days (such as about 14 to
19 days).

In another aspect, the invention relates to a nucleic acid
that encodes an amino acid sequence of the invention or a
polypeptide of the invention (or a suitable fragment thereof).
Such a nucleic acid will also be referred to herein as a
“nucleic acid of the invention” and may for example be in
the form of a genetic construct, as further described herein.

In another aspect, the invention relates to a host or host
cell that expresses (or that under suitable circumstances is
capable of expressing) an amino acid sequence of the
invention and/or a polypeptide of the invention; and/or that
contains a nucleic acid of the invention. Some preferred but
non-limiting examples of such hosts or host cells will
become clear from the further description herein.

The invention further relates to a product or composition
containing or comprising at least one amino acid sequence
of'the invention, at least one polypeptide of the invention (or
a suitable fragment thereof) and/or at least one nucleic acid
of the invention, and optionally one or more further com-
ponents of such compositions known per se, i.e. depending
on the intended use of the composition. Such a product or
composition may for example be a pharmaceutical compo-
sition (as described herein), a veterinary composition or a
product or composition for diagnostic use (as also described
herein). Some preferred but non-limiting examples of such
products or compositions will become clear from the further
description herein.

The invention also relates to the use of an amino acid
sequence, NANOBODY or polypeptide of the invention, or
of a composition comprising the same, in (methods or
compositions for) modulating RANK-I, either in vitro (e.g.
in an in vitro or cellular assay) or in vivo (e.g. in an a single
cell or in a multicellular organism, and in particular in a
mammal, and more in particular in a human being, such as
in a human being that is at risk of or suffers from a bone
disease or disorder).

The invention also relates to methods for modulating
RANK-L,, either in vitro (e.g. in an in vitro or cellular assay)
or in vivo (e.g. in an a single cell or multicellular organism,
and in particular in a mammal, and more in particular in a
human being, such as in a human being that is at risk of or
suffers from a bone disease or disorder), which method
comprises at least the step of contacting RANK-L with at
least one amino acid sequence, NANOBODY or polypeptide
of'the invention, or with a composition comprising the same,
in a manner and in an amount suitable to modulate RANK-
L, with at least one amino acid sequence, NANOBODY or
polypeptide of the invention.

The invention also relates to the use of an one amino acid
sequence, NANOBODY or polypeptide of the invention in
the preparation of a composition (such as, without limita-
tion, a pharmaceutical composition or preparation as further
described herein) for modulating RANK-L, either in vitro
(e.g. in an in vitro or cellular assay) or in vivo (e.g. in an a
single cell or multicellular organism, and in particular in a
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mammal, and more in particular in a human being, such as
in a human being that is at risk of or suffers from a bone
disease or disorder).

In the context of the present invention, “modulating” or
“to modulate” generally means either reducing or inhibiting
the activity of, or alternatively increasing the activity of,
RANK-L, as measured using a suitable in vitro, cellular or
in vivo assay (such as those mentioned herein). In particular,
“modulating” or “to modulate” may mean either reducing or
inhibiting the activity of, or alternatively increasing the
activity of RANK-L, as measured using a suitable in vitro,
cellular or in vivo assay (such as those mentioned herein), by
at least 1%, preferably at least 5%, such as at least 10% or
at least 25%, for example by at least 50%, at least 60%, at
least 70%, at least 80%, or 90% or more, compared to
activity of RANK-L in the same assay under the same
conditions but without the presence of the amino acid
sequence, NANOBODY or polypeptide of the invention.

As will be clear to the skilled person, “modulating” may
also involve effecting a change (which may either be an
increase or a decrease) in affinity, avidity, specificity and/or
selectivity of RANK-L for one or more of its targets, ligands
or substrates; and/or effecting a change (which may either be
an increase or a decrease) in the sensitivity of RANK-L for
one or more conditions in the medium or surroundings in
which RANK-L is present (such as pH, ion strength, the
presence of co-factors, etc.), compared to the same condi-
tions but without the presence of the amino acid sequence,
NANOBODY or polypeptide of the invention. As will be
clear to the skilled person, this may again be determined in
any suitable manner and/or using any suitable assay known
per se, such as the assays described herein or in the prior art
cited herein.

“Modulating” may also mean effecting a change (i.e. an
activity as an agonist or as an antagonist, respectively) with
respect to one or more biological or physiological mecha-
nisms, effects, responses, functions, pathways or activities in
which RANK-L (or in which its substrate(s), ligand(s) or
pathway(s) are involved, such as its signalling pathway or
metabolic pathway and their associated biological or physi-
ological effects) is involved. Again, as will be clear to the
skilled person, such an action as an agonist or an antagonist
may be determined in any suitable manner and/or using any
suitable (in vitro and usually cellular or in assay) assay
known per se, such as the assays described herein or in the
prior art cited herein. In particular, an action as an agonist or
antagonist may be such that an intended biological or
physiological activity is increased or decreased, respec-
tively, by at least 1%, preferably at least 5%, such as at least
10% or at least 25%, for example by at least 50%, at least
60%, at least 70%, at least 80%, or 90% or more, compared
to the biological or physiological activity in the same assay
under the same conditions but without the presence of the
amino acid sequence, NANOBODY or polypeptide of the
invention.

Modulating may for example involve reducing or inhib-
iting the binding of RANK-L to one of its substrates or
ligands and/or competing with a natural ligand, substrate for
binding to RANK-L. Modulating may also involve activat-
ing RANK-L or the mechanism or pathway in which it is
involved. Modulating may be reversible or irreversible, but
for pharmaceutical and pharmacological purposes will usu-
ally be in a reversible manner.

The invention further relates to methods for preparing or
generating the amino acid sequences, polypeptides, nucleic
acids, host cells, products and compositions described
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herein. Some preferred but non-limiting examples of such

methods will become clear from the further description

herein.

Generally, these methods may comprise the steps of:

a) providing a set, collection or library of amino acid
sequences; and

b) screening said set, collection or library of amino acid
sequences for amino acid sequences that can bind to
and/or have affinity for RANK-L;

and

¢) isolating the amino acid sequence(s) that can bind to
and/or have affinity for RANK-L.

In such a method, the set, collection or library of amino
acid sequences may be any suitable set, collection or library
of amino acid sequences. For example, the set, collection or
library of amino acid sequences may be a set, collection or
library of immunoglobulin sequences (as described herein),
such as a naive set, collection or library of immunoglobulin
sequences; a synthetic or semi-synthetic set, collection or
library of immunoglobulin sequences; and/or a set, collec-
tion or library of immunoglobulin sequences that have been
subjected to affinity maturation.

Also, in such a method, the set, collection or library of
amino acid sequences may be a set, collection or library of
heavy chain variable domains (such as V,, domains or V,,
domains) or of light chain variable domains. For example,
the set, collection or library of amino acid sequences may be
a set, collection or library of domain antibodies or single
domain antibodies, or may be a set, collection or library of
amino acid sequences that are capable of functioning as a
domain antibody or single domain antibody.

In a preferred aspect of this method, the set, collection or
library of amino acid sequences may be an immune set,
collection or library of immunoglobulin sequences, for
example derived from a mammal that has been suitably
immunized with RANK-L. or with a suitable antigenic
determinant based thereon or derived therefrom, such as an
antigenic part, fragment, region, domain, loop or other
epitope thereof. In one particular aspect, said antigenic
determinant may be an extracellular part, region, domain,
loop or other extracellular epitope(s).

In the above methods, the set, collection or library of
amino acid sequences may be displayed on a phage,
phagemid, ribosome or suitable micro-organism (such as
yeast), such as to facilitate screening. Suitable methods,
techniques and host organisms for displaying and screening
(a set, collection or library of) amino acid sequences will be
clear to the person skilled in the art, for example on the basis
of the further disclosure herein. Reference is also made to
the review by Hoogenboom in Nature Biotechnology, 23, 9,
1105-1116 (2005).

In another aspect, the method for generating amino acid
sequences comprises at least the steps of:

a) providing a collection or sample of cells expressing amino
acid sequences;

b) screening said collection or sample of cells for cells that
express an amino acid sequence that can bind to and/or
have affinity for RANK-L;

and

c) either (i) isolating said amino acid sequence; or (ii)
isolating from said cell a nucleic acid sequence that
encodes said amino acid sequence, followed by express-
ing said amino acid sequence.

For example, when the desired amino acid sequence is an
immunoglobulin sequence, the collection or sample of cells
may for example be a collection or sample of B-cells. Also,
in this method, the sample of cells may be derived from a
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mammal that has been suitably immunized with RANK-L or
with a suitable antigenic determinant based thereon or
derived therefrom, such as an antigenic part, fragment,
region, domain, loop or other epitope thereof. In one par-
ticular aspect, said antigenic determinant may be an extra-
cellular part, region, domain, loop or other extracellular
epitope(s).

The above method may be performed in any suitable
manner, as will be clear to the skilled person. Reference is
for example made to EP 0 542 810, WO 05/19824, WO
04/051268 and WO 04/106377. The screening of step b) is
preferably performed using a flow cytometry technique such
as FACS. For this, reference is for example made to Lieby
et al., Blood, Vol. 97, No. 12, 3820 (2001).

In another aspect, the method for generating an amino
acid sequence directed against RANK-[. may comprise at
least the steps of:

a) providing a set, collection or library of nucleic acid
sequences encoding amino acid sequences;

b) screening said set, collection or library of nucleic acid
sequences for nucleic acid sequences that encode an
amino acid sequence that can bind to and/or has affinity
for RANK-L;

and

¢) isolating said nucleic acid sequence, followed by express-
ing said amino acid sequence.

In such a method, the set, collection or library of nucleic
acid sequences encoding amino acid sequences may for
example be a set, collection or library of nucleic acid
sequences encoding a naive set, collection or library of
immunoglobulin sequences; a set, collection or library of
nucleic acid sequences encoding a synthetic or semi-syn-
thetic set, collection or library of immunoglobulin
sequences; and/or a set, collection or library of nucleic acid
sequences encoding a set, collection or library of immuno-
globulin sequences that have been subjected to affinity
maturation.

Also, in such a method, the set, collection or library of
nucleic acid sequences may encode a set, collection or
library of heavy chain variable domains (such as Vj
domains or V,,; domains) or of light chain variable
domains. For example, the set, collection or library of
nucleic acid sequences may encode a set, collection or
library of domain antibodies or single domain antibodies, or
a set, collection or library of amino acid sequences that are
capable of functioning as a domain antibody or single
domain antibody.

In a preferred aspect of this method, the set, collection or
library of amino acid sequences may be an immune set,
collection or library of nucleic acid sequences, for example
derived from a mammal that has been suitably immunized
with RANK-L or with a suitable antigenic determinant based
thereon or derived therefrom, such as an antigenic part,
fragment, region, domain, loop or other epitope thereof. In
one particular aspect, said antigenic determinant may be an
extracellular part, region, domain, loop or other extracellular
epitope(s).

The set, collection or library of nucleic acid sequences
may for example encode an immune set, collection or library
of heavy chain variable domains or of light chain variable
domains. In one specific aspect, the set, collection or library
of nucleotide sequences may encode a set, collection or
library of V;, sequences.

In the above methods, the set, collection or library of
nucleotide sequences may be displayed on a phage,
phagemid, ribosome or suitable micro-organism (such as
yeast), such as to facilitate screening. Suitable methods,
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techniques and host organisms for displaying and screening

(a set, collection or library of) nucleotide sequences encod-

ing amino acid sequences will be clear to the person skilled

in the art, for example on the basis of the further disclosure
herein. Reference is also made to the review by Hoogen-

boom in Nature Biotechnology, 23, 9, 1105-1116 (2005).
In another aspect, the method for generating an amino

acid sequence directed against RANK-I. may comprise at

least the steps of:

a) providing a set, collection or library of nucleic acid
sequences encoding amino acid sequences;

b) screening said set, collection or library of nucleic acid
sequences for nucleic acid sequences that encode an
amino acid sequence that can bind to and/or has affinity
for RANK-L and that is cross-blocked or is cross blocking
a NANOBODY of the invention, e.g. SEQ ID NO’s:
560-621, or a humanized NANOBODY of the invention,
e.g. SEQ ID NO’s: 730-757 and 765, or a polypeptide or
construct of the invention, e.g. SEQ ID NO’s: 622-729,
759-762 and 766-789; and

¢) isolating said nucleic acid sequence, followed by express-
ing said amino acid sequence.

The invention also relates to amino acid sequences that

are obtained by the above methods, or alternatively by a
method that comprises the one of the above methods and in
addition at least the steps of determining the nucleotide
sequence or amino acid sequence of said immunoglobulin
sequence; and of expressing or synthesizing said amino acid
sequence in a manner known per se, such as by expression
in a suitable host cell or host organism or by chemical
synthesis.
Also, following the steps above, one or more amino acid
sequences of the invention may be suitably humanized (or
alternatively camelized); and/or the amino acid sequence(s)
thus obtained may be linked to each other or to one or more
other suitable amino acid sequences (optionally via one or
more suitable linkers) so as to provide a polypeptide of the
invention. Also, a nucleic acid sequence encoding an amino
acid sequence of the invention may be suitably humanized
(or alternatively camelized) and suitably expressed; and/or
one or more nucleic acid sequences encoding an amino acid
sequence of the invention may be linked to each other or to
one or more nucleic acid sequences that encode other
suitable amino acid sequences (optionally via nucleotide
sequences that encode one or more suitable linkers), after
which the nucleotide sequence thus obtained may be suit-
ably expressed so as to provide a polypeptide of the inven-
tion.

The invention further relates to applications and uses of
the amino acid sequences, compounds, constructs, polypep-
tides, nucleic acids, host cells, products and compositions
described herein, as well as to methods for the prevention
and/or treatment for diseases and disorders associated with
RANK-L. Some preferred but non-limiting applications and
uses will become clear from the further description herein.

The invention also relates to the amino acid sequences,
compounds, constructs, polypeptides, nucleic acids, host
cells, products and compositions described herein for use in
therapy.

In particular, the invention also relates to the amino acid
sequences, compounds, constructs, polypeptides, nucleic
acids, host cells, products and compositions described herein
for use in therapy of a disease or disorder that can be
prevented or treated by administering, to a subject in need
thereof, of (a pharmaceutically effective amount of) an
amino acid sequence, compound, construct or polypeptide as
described herein.
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More in particular, the invention relates to the amino acid
sequences, compounds, constructs, polypeptides, nucleic
acids, host cells, products and compositions described herein
for use in therapy of bone diseases and disorders.

Other aspects, embodiments, advantages and applications
of the invention will also become clear from the further
description herein, in which the invention will be described
and discussed in more detail with reference to the NANO-
BODIES of the invention and polypeptides of the invention
comprising the same, which form some of the preferred
aspects of the invention.

As will become clear from the further description herein,
NANOBODIES generally offer certain advantages (outlined
herein) compared to “dAb’s” or similar (single) domain
antibodies or immunoglobulin sequences, which advantages
are also provided by the NANOBODIES of the invention.
However, it will be clear to the skilled person that the more
general aspects of the teaching below can also be applied
(either directly or analogously) to other amino acid
sequences of the invention.

DETAILED DESCRIPTION OF THE
INVENTION

In the present description, examples and claims:

a) Unless indicated or defined otherwise, all terms used have
their usual meaning in the art, which will be clear to the
skilled person. Reference is for example made to the
standard handbooks, such as Sambrook et al, “Molecular
Cloning: A Laboratory Manual” (2nd.Ed.), Vols. 1-3, Cold
Spring Harbor Laboratory Press (1989); F. Ausubel et al,
eds., “Current protocols in molecular biology”, Green
Publishing and Wiley Interscience, New York (1987);
Lewin, “Genes 117, John Wiley & Sons, New York, N.Y.,
(1985); Old et al., “Principles of Gene Manipulation: An
Introduction to Genetic Engineering”, 2nd edition, Uni-
versity of California Press, Berkeley, Calif. (1981); Roitt
et al., “Immunology” (6th. Ed.), Mosby/Elsevier, Edin-
burgh (2001); Roitt et al., Roitt’s Essential Immunology,
107 Ed. Blackwell Publishing, UK (2001); and Janeway
et al., “Immunobiology” (6th Ed.), Garland Science Pub-
lishing/Churchill Livingstone, N.Y. (2005), as well as to
the general background art cited herein;

b) Unless indicated otherwise, the term “immunoglobulin
sequence”—whether used herein to refer to a heavy chain
antibody or to a conventional 4-chain antibody—is used
as a general term to include both the full-size antibody, the
individual chains thereof, as well as all parts, domains or
fragments thereof (including but not limited to antigen-
binding domains or fragments such as V,,;, domains or
V/V; domains, respectively). In addition, the term
“sequence” as used herein (for example in terms like
“immunoglobulin sequence”, “antibody sequence”, “vari-
able domain sequence”, “V,; sequence” or “protein
sequence”), should generally be understood to include
both the relevant amino acid sequence as well as nucleic
acid sequences or nucleotide sequences encoding the
same, unless the context requires a more limited interpre-
tation;

¢) Unless indicated otherwise, all methods, steps, techniques
and manipulations that are not specifically described in
detail can be performed and have been performed in a
manner known per se, as will be clear to the skilled
person. Reference is for example again made to the
standard handbooks and the general background art men-
tioned herein and to the further references cited therein; as
well as to for example the following reviews Presta, Adv.
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Drug Deliv. Rev. 2006, 58 (5-6): 640-56; Levin and
Weiss, Mol. Biosyst. 2006, 2(1): 49-57; Irving et al., J.
Immunol. Methods, 2001, 248(1-2), 31-45; Schmitz et al.,
Placenta, 2000, 21 Suppl. A, S106-12, Gonzales et al.,
Tumour Biol., 2005, 26(1), 31-43, which describe tech-
niques for protein engineering, such as affinity maturation
and other techniques for improving the specificity and
other desired properties of proteins such as immunoglobu-
lins.

d) Amino acid residues will be indicated according to the
standard three-letter or one-letter amino acid code, as
mentioned in Table A-2;

TABLE A-2

one-letter and three-letter amino acid code

Nonpolar, Alanine Ala A

uncharged Valine Val \'

at pH 6.0-7.0)® Leucine Leu L
(atp

Isoleucine Ile I

Phenylalanine Phe F

Methionine‘" Met M

Tryptophan Trp w

Proline Pro P

Polar, Glycine® Gly G

uncharged Serine Ser S

at pH 6.0-7.0 Threonine Thr T
p.

Cysteine Cys C

Asparagine Asn N

Glutamine Gln Q

Tyrosine Tyr Y

Polar, Lysine Lys K

charged Arginine Arg R

at pH 6.0-7.0 Histidine™® His H
p.

Aspartate Asp D

Glutamate Glu E

Notes:
(Mg ometimes also considered to be a polar uncharged amino acid.
@Sometimes also considered to be a nonpolar uncharged amino acid.

®As will be clear to the skilled person, the fact that an amino acid residue is referred to
in this Table as being either charged or uncharged at pH 6.0 to 7.0 does not reflect in any
way on the charge said amino acid residue may have at a pH lower than 6.0 and/or at a
pH higher than 7.0; the amino acid residues mentioned in the Table can be either charged

and/or uncharged at such a higher or lower pH, as will be clear to the skilled person.
®As is known in the art, the charge of a His residue is greatly dependant upon even small

shifts in pH, but a His residue can generally be considered essentially uncharged at a pH

of about 6.5.

e) For the purposes of comparing two or more nucleotide

sequences, the percentage of “sequence identity” between
a first nucleotide sequence and a second nucleotide
sequence may be calculated by dividing [the number of
nucleotides in the first nucleotide sequence that are iden-
tical to the nucleotides at the corresponding positions in
the second nucleotide sequence]| by [the total number of
nucleotides in the first nucleotide sequence] and multi-
plying by [100%], in which each deletion, insertion,
substitution or addition of a nucleotide in the second
nucleotide sequence—compared to the first nucleotide
sequence—is considered as a difference at a single
nucleotide (position).

Alternatively, the degree of sequence identity between
two or more nucleotide sequences may be calculated
using a known computer algorithm for sequence align-
ment such as NCBI Blast v2.0, using standard settings.

Some other techniques, computer algorithms and settings
for determining the degree of sequence identity are for
example described in WO 04/037999, EP 0 967 284,
EP 1 085 089, WO 00/55318, WO 00/78972, WO
98/49185 and GB 2 357 768-A.

Usually, for the purpose of determining the percentage of
“sequence identity” between two nucleotide sequences
in accordance with the calculation method outlined
hereinabove, the nucleotide sequence with the greatest
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number of nucleotides will be taken as the “first”
nucleotide sequence, and the other nucleotide sequence
will be taken as the “second” nucleotide sequence;

) For the purposes of comparing two or more amino acid

sequences, the percentage of “sequence identity” between

a first amino acid sequence and a second amino acid

sequence (also referred to herein as “amino acid identity™)

may be calculated by dividing [the number of amino acid
residues in the first amino acid sequence that are identical
to the amino acid residues at the corresponding positions
in the second amino acid sequence] by [the total number
of amino acid residues in the first amino acid sequence]
and multiplying by [100%], in which each deletion,
insertion, substitution or addition of an amino acid residue
in the second amino acid sequence—compared to the first

amino acid sequence—is considered as a difference at a

single amino acid residue (position), i.e. as an “amino acid

difference” as defined herein.

Alternatively, the degree of sequence identity between
two amino acid sequences may be calculated using a
known computer algorithm, such as those mentioned
above for determining the degree of sequence identity
for nucleotide sequences, again using standard settings.

Usually, for the purpose of determining the percentage of
“sequence identity” between two amino acid sequences
in accordance with the calculation method outlined
hereinabove, the amino acid sequence with the greatest
number of amino acid residues will be taken as the
“first” amino acid sequence, and the other amino acid
sequence will be taken as the “second” amino acid
sequence.

Also, in determining the degree of sequence identity
between two amino acid sequences, the skilled person
may take into account so-called “conservative” amino
acid substitutions, which can generally be described as
amino acid substitutions in which an amino acid resi-
due is replaced with another amino acid residue of
similar chemical structure and which has little or essen-
tially no influence on the function, activity or other
biological properties of the polypeptide. Such conser-
vative amino acid substitutions are well known in the
art, for example from WO 04/037999, GB-A-3 357
768, WO 98/49185, WO 00/46383 and WO 01/09300;
and (preferred) types and/or combinations of such
substitutions may be selected on the basis of the
pertinent teachings from WO 04/037999 as well as WO
98/49185 and from the further references cited therein.

Such conservative substitutions preferably are substitu-
tions in which one amino acid within the following
groups (a)-(e) is substituted by another amino acid
residue within the same group: (a) small aliphatic,
nonpolar or slightly polar residues: Ala, Ser, Thr, Pro
and Gly; (b) polar, negatively charged residues and
their (uncharged) amides: Asp, Asn, Glu and Gin; (c)
polar, positively charged residues: His, Arg and Lys; (d)
large aliphatic, nonpolar residues: Met, Leu, Ile, Val
and Cys; and (e) aromatic residues: Phe, Tyr and Trp.

Particularly preferred conservative substitutions are as
follows: Ala into Gly or into Ser; Arg into Lys; Asn into
Gln or into His; Asp into Glu; Cys into Ser; Gln into
Asn; Glu into Asp; Gly into Ala or into Pro; His into
Asn or into Gln; Ile into Leu or into Val; Leu into Ile
or into Val; Lys into Arg, into Gln or into Glu; Met into
Leu, into Tyr or into Ile; Phe into Met, into Leu or into
Tyr; Ser into Thr; Thr into Ser; Trp into Tyr; Tyr into
Trp; and/or Phe into Val, into Ile or into Leu.
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Any amino acid substitutions applied to the polypeptides
described herein may also be based on the analysis of
the frequencies of amino acid variations between
homologous proteins of different species developed by
Schulz et al., Principles of Protein Structure, Springer-
Verlag, 1978, on the analyses of structure forming
potentials developed by Chou and Fasman, Biochem-
istry 13: 211, 1974 and Adv. Enzymol., 47: 45-149,
1978, and on the analysis of hydrophobicity patterns in
proteins developed by Eisenberg et al., Proc. Natl. Acad
Sci. USA 81: 140-144, 1984; Kyte & Doolittle; J
Molec. Biol. 157: 105-132, 198 1, and Goldman et al.,
Ann. Rev. Biophys. Chem. 15: 321-353, 1986, all
incorporated herein in their entirety by reference. Infor-
mation on the primary, secondary and tertiary structure
of NANOBODIES is given in the description herein
and in the general background art cited above. Also, for
this purpose, the crystal structure of a V;; domain
from a llama is for example given by Desmyter et al.,
Nature Structural Biology, Vol. 3, 9, 803 (1996);
Spinelli et al., Natural Structural Biology (1996); 3,
752-757; and Decanniere et al., Structure, Vol. 7, 4,361
(1999). Further information about some of the amino
acid residues that in conventional V,, domains form the
V/V; interface and potential camelizing substitutions
on these positions can be found in the prior art cited
above.

g) Amino acid sequences and nucleic acid sequences are said

to be “exactly the same” if they have 100% sequence
identity (as defined herein) over their entire length;

h) When comparing two amino acid sequences, the term

“amino acid difference” refers to an insertion, deletion or
substitution of a single amino acid residue on a position
of the first sequence, compared to the second sequence; it
being understood that two amino acid sequences can
contain one, two or more such amino acid differences;

i) When a nucleotide sequence or amino acid sequence is

said to “comprise” another nucleotide sequence or amino
acid sequence, respectively, or to “essentially consist of”
another nucleotide sequence or amino acid sequence, this
may mean that the latter nucleotide sequence or amino
acid sequence has been incorporated into the firstmen-
tioned nucleotide sequence or amino acid sequence,
respectively, but more usually this generally means that
the firstmentioned nucleotide sequence or amino acid
sequence comprises within its sequence a stretch of
nucleotides or amino acid residues, respectively, that has
the same nucleotide sequence or amino acid sequence,
respectively, as the latter sequence, irrespective of how
the firstmentioned sequence has actually been generated
or obtained (which may for example be by any suitable
method described herein). By means of a non-limiting
example, when a NANOBODY of the invention is said to
comprise a CDR sequence, this may mean that said CDR
sequence has been incorporated into the NANOBODY of
the invention, but more usually this generally means that
the NANOBODY of the invention contains within its
sequence a stretch of amino acid residues with the same
amino acid sequence as said CDR sequence, irrespective
of how said NANOBODY of the invention has been
generated or obtained. It should also be noted that when
the latter amino acid sequence has a specific biological or
structural function, it preferably has essentially the same,
a similar or an equivalent biological or structural function
in the firstmentioned amino acid sequence (in other
words, the firstmentioned amino acid sequence is prefer-
ably such that the latter sequence is capable of performing
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essentially the same, a similar or an equivalent biological
or structural function). For example, when a NANO-
BODY of the invention is said to comprise a CDR
sequence or framework sequence, respectively, the CDR
sequence and framework are preferably capable, in said
NANOBODY, of functioning as a CDR sequence or
framework sequence, respectively. Also, when a nucleo-
tide sequence is said to comprise another nucleotide
sequence, the firstmentioned nucleotide sequence is pref-
erably such that, when it is expressed into an expression
product (e.g. a polypeptide), the amino acid sequence
encoded by the latter nucleotide sequence forms part of
said expression product (in other words, that the latter
nucleotide sequence is in the same reading frame as the
firstmentioned, larger nucleotide sequence).

A nucleic acid sequence or amino acid sequence is
considered to be “(in) essentially isolated (form)”—for
example, compared to its native biological source and/or
the reaction medium or cultivation medium from which it
has been obtained—when it has been separated from at
least one other component with which it is usually asso-
ciated in said source or medium, such as another nucleic
acid, another protein/polypeptide, another biological
component or macromolecule or at least one contaminant,
impurity or minor component. In particular, a nucleic acid
sequence or amino acid sequence is considered “essen-
tially isolated” when it has been purified at least 2-fold, in
particular at least 10-fold, more in particular at least
100-fold, and up to 1000-fold or more. A nucleic acid
sequence or amino acid sequence that is “in essentially
isolated form” is preferably essentially homogeneous, as
determined using a suitable technique, such as a suitable
chromatographical technique, such as polyacrylamide-gel
electrophoresis;

k) The term “domain” as used herein generally refers to a

globular region of an amino acid sequence (such as an
antibody chain, and in particular to a globular region of a
heavy chain antibody), or to a polypeptide that essentially
consists of such a globular region. Usually, such a domain
will comprise peptide loops (for example 3 or 4 peptide
loops) stabilized, for example, as a sheet or by disulfide
bonds. The term “binding domain” refers to such a
domain that is directed against an antigenic determinant
(as defined herein);

1) The term “antigenic determinant” refers to the epitope on

the antigen recognized by the antigen-binding molecule
(such as a NANOBODY or a polypeptide of the inven-
tion) and more in particular by the antigen-binding site of
said molecule. The terms “antigenic determinant” and
“epitope” may also be used interchangeably herein.

m) An amino acid sequence (such as a NANOBODY, an

antibody, a polypeptide of the invention, or generally an
antigen binding protein or polypeptide or a fragment
thereof) that can (specifically) bind to, that has affinity for
and/or that has specificity for a specific antigenic deter-
minant, epitope, antigen or protein (or for at least one part,
fragment or epitope thereof) is said to be “against” or
“directed against” said antigenic determinant, epitope,
antigen or protein.

n) The term “specificity” refers to the number of different

types of antigens or antigenic determinants to which a
particular antigen-binding molecule or antigen-binding
protein (such as a NANOBODY or a polypeptide of the
invention) molecule can bind. The specificity of an anti-
gen-binding protein can be determined based on affinity
and/or avidity. The affinity, represented by the equilibrium
constant for the dissociation of an antigen with an anti-
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gen-binding protein (K,), is a measure for the binding
strength between an antigenic determinant and an antigen-
binding site on the antigen-binding protein: the lesser the
value of the K, the stronger the binding strength between
an antigenic determinant and the antigen-binding mol-
ecule (alternatively, the affinity can also be expressed as
the affinity constant (K ), which is 1/K,). As will be clear
to the skilled person (for example on the basis of the

further disclosure herein), affinity can be determined in a

manner known per se, depending on the specific antigen

of interest. Avidity is the measure of the strength of

binding between an antigen-binding molecule (such as a

NANOBODY or polypeptide of the invention) and the

pertinent antigen. Avidity is related to both the affinity

between an antigenic determinant and its antigen binding
site on the antigen-binding molecule and the number of
pertinent binding sites present on the antigen-binding
molecule. Typically, antigen-binding proteins (such as the
amino acid sequences, NANOBODIES and/or polypep-
tides of the invention) will bind to their antigen with a
dissociation constant (K,) of 107> to 107! moles/liter or
less, and preferably 107 to 107! moles/liter or less and
more preferably 10~% to 1072 moles/liter (i.e. with an
association constant (K,) of 10° to 10'? liter/moles or
more, and preferably 107 to 10'? liter/moles or more and
more preferably 10® to 10" liter/moles). Any K, value

greater than 10* mol/liter (or any K , value lower than 10*

M) liters/mol is generally considered to indicate non-

specific binding. Preferably, a monovalent immunoglobu-

lin sequence of the invention will bind to the desired
antigen with an affinity less than 500 nM, preferably less
than 200 nM, more preferably less than 10 nM, such as
less than 500 pM. Specific binding of an antigen-binding
protein to an antigen or antigenic determinant can be
determined in any suitable manner known per se, includ-
ing, for example, Scatchard analysis and/or competitive
binding assays, such as radioimmunoassays (RIA),
enzyme immunoassays (EIA) and sandwich competition
assays, and the different variants thereof known per se in
the art; as well as the other techniques mentioned herein.

The dissociation constant may be the actual or apparent
dissociation constant, as will be clear to the skilled
person. Methods for determining the dissociation con-
stant will be clear to the skilled person, and for example
include the techniques mentioned herein. In this
respect, it will also be clear that it may not be possible
to measure dissociation constants of more then 10~*
moles/liter or 10~ moles/liter (e.g., of 107> moles/
liter). Optionally, as will also be clear to the skilled
person, the (actual or apparent) dissociation constant
may be calculated on the basis of the (actual or appar-
ent) association constant (K,), by means of the rela-
tionship [K,=1/K ,].

The affinity denotes the strength or stability of a molecular
interaction. The affinity is commonly given as by the
K, or dissociation constant, which has units of mol/
liter (or M). The affinity can also be expressed as an
association constant, K ,, which equals 1/K,, and has
units of (mol/liter)™* (or M™'). In the present specifi-
cation, the stability of the interaction between two
molecules (such as an amino acid sequence, NANO-
BODY or polypeptide of the invention and its intended
target) will mainly be expressed in terms of the K,
value of their interaction; it being clear to the skilled
person that in view of the relation K ~=1/K,,, specifying
the strength of molecular interaction by its K,, value
can also be used to calculate the corresponding K,
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value. The K, ,-value characterizes the strength of a
molecular interaction also in a thermodynamic sense as
it is related to the free energy (DG) of binding by the
well known relation DG=RT-In(K,) (equivalently
DG=-RT"In(K,)), where R equals the gas constant, T
equals the absolute temperature and In denotes the
natural logarithm.

The K, for biological interactions which are considered
meaningful (e.g. specific) are typically in the range of
107'° M (0.1 nM) to 10~ M (10000 nM). The stronger
an interaction is, the lower is its K.

The K, can also be expressed as the ratio of the disso-
ciation rate constant of a complex, denoted as k,, to
the rate of its association, denoted k,, (so that K=k, ,/
k,, and K, =k, /k,». The off-rate k,, has units st
(where s is the SI unit notation of second). The on-rate
k,,, has units M~ s~*. The on-rate may vary between
10° M~'s7! to about 107 M~'s™", approaching the dif-
fusion-limited association rate constant for bimolecular
interactions. The off-rate is related to the half-life of a
given molecular interaction by the relation t,,,=In(2)/
ks The off-rate may vary between 107° s~ (near
irreversible complex with a t, , of multiple days) to 1
s7! (t,,,=0.69 s).

The affinity of a molecular interaction between two mol-
ecules can be measured via different techniques known
per se, such as the well known surface plasmon reso-
nance (SPR) biosensor technique (see for example
Ober et al., Intern. Immunology, 13, 1551-1559, 2001)
where one molecule is immobilized on the biosensor
chip and the other molecule is passed over the immo-
bilized molecule under flow conditions yielding k_,,
ks measurements and hence K, (or K,) values. This
can for example be performed using the well-known
BIACORE instruments.

It will also be clear to the skilled person that the measured
K, may correspond to the apparent K, if the measuring
process somehow influences the intrinsic binding affin-
ity of the implied molecules for example by artefacts
related to the coating on the biosensor of one molecule.
Also, an apparent K,, may be measured if one molecule
contains more than one recognition sites for the other
molecule. In such situation the measured affinity may
be affected by the avidity of the interaction by the two
molecules.

Another approach that may be used to assess affinity is the
2-step ELISA (Enzyme-Linked Immunosorbent Assay)
procedure of Friguet et al. (J. Immunol. Methods, 77,
305-19, 1985). This method establishes a solution
phase binding equilibrium measurement and avoids
possible artefacts relating to adsorption of one of the
molecules on a support such as plastic.

However, the accurate measurement of K,, may be quite
labor-intensive and as consequence, often apparent K,
values are determined to assess the binding strength of
two molecules. It should be noted that as long all
measurements are made in a consistent way (e.g. keep-
ing the assay conditions unchanged) apparent K, mea-
surements can be used as an approximation of the true
K, and hence in the present document K, and apparent
K, should be treated with equal importance or rel-
evance. Finally, it should be noted that in many situa-
tions the experienced scientist may judge it to be
convenient to determine the binding affinity relative to
some reference molecule. For example, to assess the
binding strength between molecules A and B, one may
e.g. use a reference molecule C that is known to bind
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to B and that is suitably labelled with a fluorophore or
chromophore group or other chemical moiety, such as
biotin for easy detection in an ELISA or FACS (Fluo-
rescent activated cell sorting) or other format (the
fluorophore for fluorescence detection, the chro-
mophore for light absorption detection, the biotin for
streptavidin-mediated ELISA detection). Typically, the
reference molecule C is kept at a fixed concentration
and the concentration of A is varied for a given con-
centration or amount of B. As a result an IC;, value is
obtained corresponding to the concentration of A at
which the signal measured for C in absence of A is
halved. Provided K, ,..» the K, of the reference mol-
ecule, is known, as well as the total concentration c,,,
of the reference molecule, the apparent K, for the
interaction A-B can be obtained from following for-
mula: K,=ICs0/(14¢,, /K, 0. Note thatif ¢, <<K, .5
K,=ICs,. Provided the measurement of the IC,, is
performed in a consistent way (e.g. keeping c,,fixed)
for the binders that are compared, the strength or
stability of a molecular interaction can be assessed by
the IC,, and this measurement is judged as equivalent
to K, or to apparent K, throughout this text.

0) The half-life of an amino acid sequence, compound or

polypeptide of the invention can generally be defined as

the time taken for the serum concentration of the amino

acid sequence, compound or polypeptide to be reduced by

50%, in vivo, for example due to degradation of the

sequence or compound and/or clearance or sequestration

of the sequence or compound by natural mechanisms. The
in vivo half-life of an amino acid sequence, compound or
polypeptide of the invention can be determined in any
manner known per se, such as by pharmacokinetic analy-
sis. Suitable techniques will be clear to the person skilled
in the art, and may for example generally involve the steps

of suitably administering to a warm-blooded animal (i.e.

to a human or to another suitable mammal, such as a

mouse, rabbit, rat, pig, dog or a primate, for example

monkeys from the genus Macaca (such as, and in par-
ticular, cynomolgus monkeys (Macaca fascicularis) and/
or rhesus monkeys (Macaca mulatta)) and baboon (Papio
ursinus)) a suitable dose of the amino acid sequence,
compound or polypeptide of the invention; collecting
blood samples or other samples from said animal; deter-
mining the level or concentration of the amino acid
sequence, compound or polypeptide of the invention in
said blood sample; and calculating, from (a plot of) the
data thus obtained, the time until the level or concentra-
tion of the amino acid sequence, compound or polypep-
tide of the invention has been reduced by 50% compared
to the initial level upon dosing. Reference is for example
made to the Experimental Part below, as well as to the
standard handbooks, such as Kenneth, A et al: Chemical

Stability of Pharmaceuticals: A Handbook for Pharma-

cists and Peters et al, Pharmacokinete analysis: A Practi-

cal Approach (1996). Reference is also made to “Phar-
macokinetics”, M Gibaldi & D Perron, published by

Marcel Dekker, 2nd Rev. edition (1982).

As will also be clear to the skilled person (see for example
pages 6 and 7 of WO 04/003019 and in the further
references cited therein), the half-life can be expressed
using parameters such as the t'2-alpha, t'2-beta and the
area under the curve (AUC). In the present specifica-
tion, an “increase in half-life” refers to an increase in
any one of these parameters, such as any two of these
parameters, or essentially all three these parameters. As
used herein “increase in half-life” or “increased half-
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life” in particular refers to an increase in the t'2-beta,
either with or without an increase in the t'4-alpha
and/or the AUC or both.

p) In the context of the present invention, “modulating” or

“to modulate” generally means either reducing or inhib-
iting the activity of; or alternatively increasing the activity
of, a target or antigen, as measured using a suitable in
vitro, cellular or in vivo assay. In particular, “modulating”
or “to modulate” may mean either reducing or inhibiting
the activity of, or alternatively increasing a (relevant or
intended) biological activity of, a target or antigen, as
measured using a suitable in vitro, cellular or in vivo
assay (which will usually depend on the target or antigen
involved), by at least 1%, preferably at least 5%, such as

at least 10% or at least 25%, for example by at least 50%,

at least 60%, at least 70%, at least 80%, or 90% or more,

compared to activity of the target or antigen in the same
assay under the same conditions but without the presence
of the construct of the invention.

As will be clear to the skilled person, “modulating” may
also involve effecting a change (which may either be an
increase or a decrease) in affinity, avidity, specificity
and/or selectivity of a target or antigen for one or more
of'its ligands, binding partners, partners for association
into a homomultimeric or heteromultimeric form, or
substrates; and/or effecting a change (which may either
be an increase or a decrease) in the sensitivity of the
target or antigen for one or more conditions in the
medium or surroundings in which the target or antigen
is present (such as pH, ion strength, the presence of
co-factors, etc.), compared to the same conditions but
without the presence of the construct of the invention.
As will be clear to the skilled person, this may again be
determined in any suitable manner and/or using any
suitable assay known per se, depending on the target or
antigen involved.

“Modulating” may also mean effecting a change (i.e. an
activity as an agonist, as an antagonist or as a reverse
agonist, respectively, depending on the target or antigen
and the desired biological or physiological effect) with
respect to one or more biological or physiological
mechanisms, effects, responses, functions, pathways or
activities in which the target or antigen (or in which its
substrate(s), ligand(s) or pathway(s) are involved, such
as its signalling pathway or metabolic pathway and
their associated biological or physiological effects) is
involved. Again, as will be clear to the skilled person,
such an action as an agonist or an antagonist may be
determined in any suitable manner and/or using any
suitable (in vitro and usually cellular or in assay) assay
known per se, depending on the target or antigen
involved. In particular, an action as an agonist or
antagonist may be such that an intended biological or
physiological activity is increased or decreased, respec-
tively, by at least 1%, preferably at least 5%, such as at
least 10% or at least 25%, for example by at least 50%,
at least 60%, at least 70%, at least 80%, or 90% or
more, compared to the biological or physiological
activity in the same assay under the same conditions
but without the presence of the construct of the inven-
tion.

Modulating may for example also involve allosteric
modulation of the target or antigen; and/or reducing or
inhibiting the binding of the target or antigen to one of
its substrates or ligands and/or competing with a natural
ligand, substrate for binding to the target or antigen.
Modulating may also involve activating the target or
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antigen or the mechanism or pathway in which it is
involved. Modulating may for example also involve
effecting a change in respect of the folding or confir-
mation of the target or antigen, or in respect of the
ability of the target or antigen to fold, to change its
confirmation (for example, upon binding of a ligand),
to associate with other (sub)units, or to disassociate.

Modulating may for example also involve effecting a
change in the ability of the target or antigen to transport
other compounds or to serve as a channel for other
compounds (such as ions).

Modulating may be reversible or irreversible, but for
pharmaceutical and pharmacological purposes will
usually be in a reversible manner.

q) Inrespect of a target or antigen, the term “interaction site”

on the target or antigen means a site, epitope, antigenic
determinant, part, domain or stretch of amino acid resi-
dues on the target or antigen that is a site for binding to
a ligand, receptor or other binding partner, a catalytic site,
a cleavage site, a site for allosteric interaction, a site
involved in multimerisation (such as homomerization or
heterodimerization) of the target or antigen; or any other
site, epitope, antigenic determinant, part, domain or
stretch of amino acid residues on the target or antigen that
is involved in a biological action or mechanism of the
target or antigen. More generally, an “interaction site” can
be any site, epitope, antigenic determinant, part, domain
or stretch of amino acid residues on the target or antigen
to which an amino acid sequence or polypeptide of the
invention can bind such that the target or antigen (and/or
any pathway, interaction, signalling, biological mecha-
nism or biological effect in which the target or antigen is
involved) is modulated (as defined herein).

r) An amino acid sequence or polypeptide is said to be

“specific for” a first target or antigen compared to a
second target or antigen when is binds to the first antigen
with an affinity (as described above, and suitably
expressed as a K, value, K, value, K rate and/or K,
rate) that is at least 10 times, such as at least 100 times,
and preferably at least 1000 times, and up to 10.000 times
or more better than the affinity with which said amino acid
sequence or polypeptide binds to the second target or
polypeptide. For example, the first antigen may bind to
the target or antigen with a K, value that is at least 10
times less, such as at least 100 times less, and preferably
at least 1000 times less, such as 10.000 times less or even
less than that, than the K, with which said amino acid
sequence or polypeptide binds to the second target or
polypeptide. Preferably, when an amino acid sequence or
polypeptide is “specific for” a first target or antigen
compared to a second target or antigen, it is directed
against (as defined herein) said first target or antigen, but
not directed against said second target or antigen.

s) The terms “cross-block™, “cross-blocked” and “cross-

blocking” are used interchangeably herein to mean the
ability of an amino acid sequence or other binding agents
(such as a polypeptide of the invention) to interfere with
the binding of other amino acid sequences or binding
agents of the invention to a given target. The extend to
which an amino acid sequence or other binding agent of
the invention is able to interfere with the binding of
another to RANK-L, and therefore whether it can be said
to cross-block according to the invention, can be deter-
mined using competition binding assays. One particularly
suitable quantitative cross-blocking assay uses a BIA-
CORE machine which can measure the extent of interac-
tions using surface plasmon resonance technology.
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Another suitable quantitative cross-blocking assay uses

an ELISA-based approach to measure competition

between amino acid sequences or other binding agents in
terms of their binding to the target.

The following generally describes a suitable BIACORE
assay for determining whether an amino acid sequence
or other binding agent cross-blocks or is capable of
cross-blocking according to the invention. It will be
appreciated that the assay can be used with any of the
amino acid sequence or other binding agents described
herein. The BIACORE machine (for example the BIA-
CORE 3000) is operated in line with the manufactur-
er’s recommendations. Thus in one cross-blocking
assay, the target protein is coupled to a CM5 BIACORE
chip using standard amine coupling chemistry to gen-
erate a surface that is coated with the target. Typically
200-800 resonance units of the target would be coupled
to the chip (an amount that gives easily measurable
levels of binding but that is readily saturable by the
concentrations of test reagent being used). Two test
amino acid sequences (termed A* and B*) to be
assessed for their ability to cross-block each other are
mixed at a one to one molar ratio of binding sites in a
suitable buffer to create the test mixture. When calcu-
lating the concentrations on a binding site basis the
molecular weight of an amino acid sequence is
assumed to be the total molecular weight of the amino
acid sequence divided by the number of target binding
sites on that amino acid sequence. The concentration of
each amino acid sequence in the test mix should be high
enough to readily saturate the binding sites for that
amino acid sequence on the target molecules captured
on the BIACORE chip. The amino acid sequences in
the mixture are at the same molar concentration (on a
binding basis) and that concentration would typically
be between 1.00 and 1.5 micromolar (on a binding site
basis). Separate solutions containing A* alone and B*
alone are also prepared. A* and B* in these solutions
should be in the same buffer and at the same concen-
tration as in the test mix. The test mixture is passed over
the target-coated BIACORE chip and the total amount
of binding recorded. The chip is then treated in such a
way as to remove the bound amino acid sequences
without damaging the chip-bound target. Typically this
is done by treating the chip with 30 mM HCI for 60
seconds. The solution of A* alone is then passed over
the target-coated surface and the amount of binding
recorded. The chip is again treated to remove all of the
bound amino acid sequences without damaging the
chip-bound target. The solution of B* alone is then
passed over the target-coated surface and the amount of
binding recorded. The maximum theoretical binding of
the mixture of A* and B* is next calculated, and is the
sum of the binding of each amino acid sequence when
passed over the target surface alone. If the actual
recorded binding of the mixture is less than this theo-
retical maximum then the two amino acid sequences
are cross-blocking each other. Thus, in general, a
cross-blocking amino acid sequence or other binding
agent according to the invention is one which will bind
to the target in the above BIACORE cross-blocking
assay such that during the assay and in the presence of
a second amino acid sequence or other binding agent of
the invention the recorded binding is between 80% and
0.1% (e.g. 80% to 4%) of the maximum theoretical
binding, specifically between 75% and 0.1% (e.g. 75%
to 4%) of the maximum theoretical binding, and more
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specifically between 70% and 0.1% (e.g. 70% to 4%) of
maximum theoretical binding (as just defined above) of
the two amino acid sequences or binding agents in
combination. The BIACORE assay described above is
a primary assay used to determine if amino acid
sequences or other binding agents cross-block each
other according to the invention. On rare occasions
particular amino acid sequences or other binding agents
may not bind to target coupled via amine chemistry to
a CMS BIACORE chip (this usually occurs when the
relevant binding site on target is masked or destroyed
by the coupling to the chip). In such cases cross-
blocking can be determined using a tagged version of
the target, for example a N-terminal His-tagged ver-
sion. In this particular format, an anti-His amino acid
sequence would be coupled to the BIACORE chip and
then the His-tagged target would be passed over the
surface of the chip and captured by the anti-His amino
acid sequence. The cross blocking analysis would be
carried out essentially as described above, except that
after each chip regeneration cycle, new His-tagged
target would be loaded back onto the anti-His amino
acid sequence coated surface. In addition to the
example given using N-terminal His-tagged target,
C-terminal His-tagged target could alternatively be
used. Furthermore, various other tags and tag binding
protein combinations that are known in the art could be
used for such a cross-blocking analysis (e.g. HA tag
with anti-HA antibodies; FLAG tag with anti-FLAG
antibodies; biotin tag with streptavidin).

The following generally describes an ELISA assay for

determining whether an amino acid sequence or other
binding agent directed against a target cross-blocks or
is capable of cross-blocking as defined herein. It will be
appreciated that the assay can be used with any of the
amino acid sequences (or other binding agents such as
polypeptides of the invention) described herein. The
general principal of the assay is to have an amino acid
sequence or binding agent that is directed against the
target coated onto the wells of an ELISA plate. An
excess amount of a second, potentially cross-blocking,
anti-target amino acid sequence is added in solution
(i.e. not bound to the ELISA plate). A limited amount
of the target is then added to the wells. The coated
amino acid sequence and the amino acid sequence in
solution compete for binding of the limited number of
target molecules. The plate is washed to remove excess
target that has not been bound by the coated amino acid
sequence and to also remove the second, solution phase
amino acid sequence as well as any complexes formed
between the second, solution phase amino acid
sequence and target. The amount of bound target is then
measured using a reagent that is appropriate to detect
the target. An amino acid sequence in solution that is
able to cross-block the coated amino acid sequence will
be able to cause a decrease in the number of target
molecules that the coated amino acid sequence can bind
relative to the number of target molecules that the
coated amino acid sequence can bind in the absence of
the second, solution phase, amino acid sequence. In the
instance where the first amino acid sequence, e.g. an
Ab-X, is chosen to be the immobilized amino acid
sequence, it is coated onto the wells of the ELISA plate,
after which the plates are blocked with a suitable
blocking solution to minimize non-specific binding of
reagents that are subsequently added. An excess
amount of the second amino acid sequence, i.e. Ab-Y,
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is then added to the ELISA plate such that the moles of
Ab-Y target binding sites per well are at least 10 fold
higher than the moles of Ab-X target binding sites that
were used, per well, during the coating of the ELISA
plate. Target is then added such that the moles of target
added per well are at least 25-fold lower than the moles
of Ab-X target binding sites that were used for coating
each well. Following a suitable incubation period the
ELISA plate is washed and a reagent for detecting the
target is added to measure the amount of target spe-
cifically bound by the coated anti-target amino acid
sequence (in this case Ab-X). The background signal
for the assay is defined as the signal obtained in wells
with the coated amino acid sequence (in this case
Ab-X), second solution phase amino acid sequence (in
this case Ab-Y), target buffer only (i.e. without target
added) and target detection reagents. The positive con-
trol signal for the assay is defined as the signal obtained
in wells with the coated amino acid sequence (in this
case Ab-X), second solution phase amino acid
sequence buffer only (i.e. without second solution
phase amino acid sequence added), target and target
detection reagents. The ELISA assay may be run in
such a manner so as to have the positive control signal
be at least 6 times the background signal. To avoid any
artefacts (e.g. significantly different affinities between
Ab-X and Ab-Y for the target) resulting from the choice
of which amino acid sequence to use as the coating
amino acid sequence and which to use as the second
(competitor) amino acid sequence, the cross-blocking
assay may to be run in two formats: 1) format 1 is
where Ab-X is the amino acid sequence that is coated
onto the ELISA plate and Ab-Y is the competitor amino
acid sequence that is in solution and 2) format 2 is
where Ab-Y is the amino acid sequence that is coated
onto the ELISA plate and Ab-X is the competitor amino
acid sequence that is in solution. Ab-X and Ab-Y are
defined as cross-blocking if, either in format 1 or in
format 2, the solution phase anti-target amino acid
sequence is able to cause a reduction of between 60%
and 100%, specifically between 70% and 100%, and
more specifically between 80% and 100%, of the target
detection signal {i.e. the amount of target bound by the
coated amino acid sequence) as compared to the target
detection signal obtained in the absence of the solution
phase anti-target amino acid sequence (i.e. the positive
control wells).

t) An amino acid sequence is said to be “cross-reactive” for

two different antigens or antigenic determinants if it is
specific for (as defined herein) both these different anti-
gens or antigenic determinants.

u) By binding that is “essentially independent of the pH” is

generally meant herein that the association constant (K ,)
of the amino acid sequence with respect to the serum
protein (such as serum albumin) at the pH value(s) that
occur in a cell of an animal or human body (as further
described herein) is at least 5%, such as at least 10%,
preferably at least 25%, more preferably at least 50%,
even more preferably at least 60%, such as even more
preferably at least 70%, such as at least 80% or 90% or
more (or even more than 100%, such as more than 110%,
more than 120% or even 130% or more, or even more than
150%, or even more than 200%) of the association
constant (K ) of the amino acid sequence with respect to
the same serum protein at the pH value(s) that occur
outside said cell. Alternatively, by binding that is “essen-
tially independent of the pH” is generally meant herein
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that the k- rate (measured by BIACORE) of the amino
acid sequence with respect to the serum protein (such as
serum albumin) at the pH value(s) that occur in a cell of
an animal or human body (as e.g. further described herein,
e.g. pH around 5.5, e.g. 5.3 to 5.7) is at least 5%, such as
at least 10%, preferably at least 25%, more preferably at
least 50%, even more preferably at least 60%, such as
even more preferably at least 70%, such as at least 80%
or 90% or more (or even more than 100%, such as more
than 110%, more than 120% or even 130% or more, or
even more than 150%, or even more than 200%) of the k,, »
rate of the amino acid sequence with respect to the same
serum protein at the pH value(s) that occur outside said
cell, e.g. pH 7.2 to 7.4. By “the pH value(s) that occur in
a cell of an animal or human body” is meant the pH
value(s) that may occur inside a cell, and in particular
inside a cell that is involved in the recycling of the serum
protein. In particular, by “the pH value(s) that occur in a
cell of an animal or human body” is meant the pH value(s)
that may occur inside a (sub)cellular compartment or
vesicle that is involved in recycling of the serum protein
(e.g. as a result of pinocytosis, endocytosis, transcytosis,
exocytosis and phagocytosis or a similar mechanism of
uptake or internalization into said cell), such as an endo-
some, lysosome or pinosome.

v) As further described herein, the total number of amino

acid residues in a NANOBODY can be in the region of
110-120, is preferably 112-115, and is most preferably
113. Tt should however be noted that parts, fragments,
analogs or derivatives (as further described herein) of a
NANOBODY are not particularly limited as to their
length and/or size, as long as such parts, fragments,
analogs or derivatives meet the further requirements out-
lined herein and are also preferably suitable for the
purposes described herein;

w) The amino acid residues of a NANOBODY are num-

bered according to the general numbering for V,, domains
given by Kabat et al. (“Sequence of proteins of immuno-
logical interest”, US Public Health Services, NIH
Bethesda, Md., Publication No. 91), as applied to V
domains from Camelids in the article of Riechmann and
Muyldermans, J. Immunol. Methods 2000 Jun. 23; 240
(1-2): 185-195 (see for example FIG. 2 of this publica-
tion); or referred to herein. According to this numbering,
FR1 of aNANOBODY comprises the amino acid residues
at positions 1-30, CDR1 of a NANOBODY comprises the
amino acid residues at positions 31-35, FR2 of a NANO-
BODY comprises the amino acids at positions 36-49,
CDR2 of a NANOBODY comprises the amino acid
residues at positions 50-65, FR3 of a NANOBODY
comprises the amino acid residues at positions 66-94,
CDR3 of a NANOBODY comprises the amino acid
residues at positions 95-102, and FR4 of a NANOBODY
comprises the amino acid residues at positions 103-113.
[In this respect, it should be noted that—as is well known
in the art for V, domains and for V ;;; domains—the total
number of amino acid residues in each of the CDR’s may
vary and may not correspond to the total number of amino
acid residues indicated by the Kabat numbering (that is,
one or more positions according to the Kabat numbering
may not be occupied in the actual sequence, or the actual
sequence may contain more amino acid residues than the
number allowed for by the Kabat numbering). This means
that, generally, the numbering according to Kabat may or
may not correspond to the actual numbering of the amino
acid residues in the actual sequence. Generally, however,
it can be said that, according to the numbering of Kabat



US 9,475,877 B2

55

and irrespective of the number of amino acid residues in
the CDR’s, position 1 according to the Kabat numbering
corresponds to the start of FR1 and vice versa, position 36
according to the Kabat numbering corresponds to the start
of FR2 and vice versa, position 66 according to the Kabat
numbering corresponds to the start of FR3 and vice versa,
and position 103 according to the Kabat numbering
corresponds to the start of FR4 and vice versa.].

Alternative methods for numbering the amino acid resi-

dues of V, domains, which methods can also be
applied in an analogous manner to V,, domains from
Camelids and to NANOBODIES, are the method
described by Chothia et al. (Nature 342, 877-883
(1989)), the so-called “AbM definition” and the so-
called “contact definition”. However, in the present
description, claims and figures, the numbering accord-
ing to Kabat as applied to V;; domains by Riechmann
and Muyldermans will be followed, unless indicated
otherwise; and

x) The Figures, Sequence Listing and the Experimental

Part/Examples are only given to further illustrate the

invention and should not be interpreted or construed as

limiting the scope of the invention and/or of the appended
claims in any way, unless explicitly indicated otherwise
herein.

For a general description of heavy chain antibodies and
the variable domains thereof, reference is inter alia made to
the prior art cited herein, to the review article by Muylder-
mans in Reviews in Molecular Biotechnology 74(2001),
277-302; as well as to the following patent applications,
which are mentioned as general background art: WO
94/04678, WO 95/04079 and WO 96/34103 of the Vrije
Universiteit Brussel, WO 94/25591, WO 99/37681, WO
00/40968, WO 00/43507, WO 00/65057, WO 01/40310,
WO 01/44301, EP 1134231 and WO 02/48193 of Unilever;
WO 97/49805, WO 01/21817, WO 03/035694, WO
03/054016 and WO 03/055527 of the Vlaams Instituut voor
Biotechnologie (VIB); WO 03/050531 of Algonomics N.V.
and Ablynx N.V.; WO 01/90190 by the National Research
Council of Canada; WO 03/025020 (=EP 1 433 793) by the
Institute of Antibodies; as well as WO 04/041867, WO
04/041862, WO 04/041865, WO 04/041863, WO
04/062551, WO 05/044858, WO 06/40153, WO 06/079372,
WO 06/122786, WO 06/122787 and WO 06/122825, by
Ablynx N.V. and the further published patent applications by
Ablynx N.V. Reference is also made to the further prior art
mentioned in these applications, and in particular to the list
of references mentioned on pages 41-43 of the International
application WO 06/040153, which list and references are
incorporated herein by reference.

In accordance with the terminology used in the art (see the
above references), the variable domains present in naturally
occurring heavy chain antibodies will also be referred to as
“V gz domains”, in order to distinguish them from the heavy
chain variable domains that are present in conventional
4-chain antibodies (which will be referred to hereinbelow as
“V domains™) and from the light chain variable domains
that are present in conventional 4-chain antibodies (which
will be referred to hereinbelow as “V; domains™).

As mentioned in the prior art referred to above, V.,
domains have a number of unique structural characteristics
and functional properties which make isolated V,;, domains
(as well as NANOBODIES based thereon, which share these
structural characteristics and functional properties with the
naturally occurring V,;, domains) and proteins containing
the same highly advantageous for use as functional antigen-
binding domains or proteins. In particular, and without being
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limited thereto, V,;; domains (which have been “designed”
by nature to functionally bind to an antigen without the
presence of, and without any interaction with, a light chain
variable domain) and NANOBODIES can function as a
single, relatively small, functional antigen-binding structural
unit, domain or protein. This distinguishes the V;;; domains
from the V,, and V; domains of conventional 4-chain anti-
bodies, which by themselves are generally not suited for
practical application as single antigen-binding proteins or
domains, but need to be combined in some form or another
to provide a functional antigen-binding unit (as in for
example conventional antibody fragments such as Fab frag-
ments; in ScFv’s fragments, which consist of a V; domain
covalently linked to a V; domain).

Because of these unique properties, the use of V.,
domains and NANOBODIES as single antigen-binding pro-
teins or as antigen-binding domains (i.e. as part of a larger
protein or polypeptide) offers a number of significant advan-
tages over the use of conventional V,, and V,; domains,
scFv’s or conventional antibody fragments (such as Fab- or
F(ab"),-fragments):

only a single domain is required to bind an antigen with
high affinity and with high selectivity, so that there is no
need to have two separate domains present, nor to
assure that these two domains are present in the right
spatial conformation and configuration (i.e. through the
use of especially designed linkers, as with scFv’s);

V 7y domains and NANOBODIES can be expressed from
a single gene and require no post-translational folding
or modifications;

Ve domains and NANOBODIES can easily be engi-
neered into multivalent and multispecific formats (as
further discussed herein);

V z7zr domains and NANOBODIES are highly soluble and
do not have a tendency to aggregate (as with the
mouse-derived “dAb’s” described by Ward et al.,
Nature, Vol. 341, 1989, p. 544);

Vzr domains and NANOBODIES are highly stable to
heat, pH, proteases and other denaturing agents or
conditions (see for example Ewert et al, supra);

V z7zr domains and NANOBODIES are easy and relatively
cheap to prepare, even on a scale required for produc-
tion. For example, V;;; domains, NANOBODIES and
proteins/polypeptides containing the same can be pro-
duced using microbial fermentation (e.g. as further
described below) and do not require the use of mam-
malian expression systems, as with for example con-
ventional antibody fragments;

Vi domains and NANOBODIES are relatively small
(approximately 15 kDa, or 10 times smaller than a
conventional IgG) compared to conventional 4-chain
antibodies and antigen-binding fragments thereof, and
therefore show high(er) penetration into tissues (in-
cluding but not limited to solid tumors and other dense
tissues) than such conventional 4-chain antibodies and
antigen-binding fragments thereof;

Vzr domains and NANOBODIES can show so-called
cavity-binding properties (inter alia due to their
extended CDR3 loop, compared to conventional V,,
domains) and can therefore also access targets and
epitopes not accessible to conventional 4-chain anti-
bodies and antigen-binding fragments thereof. For
example, it has been shown that V, domains and
NANOBODIES can inhibit enzymes (see for example
WO 97/49805; Transue et al., Proteins 1998 Sep. 1;
32(4): 515-22; Lauwereys et al., EMBO J. 1998 Jul. 1;
17(13): 3512-20).
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In a specific and preferred aspect, the invention provides
NANOBODIES against RANK-L, and in particular NANO-
BODIES against RANK-L. from a warm-blooded animal,
and more in particullar NANOBODIES against RANK-L
from a mammal, and especially NANOBODIES against
human RANK-L; as well as proteins and/or polypeptides
comprising at least one such NANOBODY.
In particular, the invention provides NANOBODIES
against RANK-L, and proteins and/or polypeptides com-
prising the same, that have improved therapeutic and/or
pharmacological properties and/or other advantageous prop-
erties (such as, for example, improved ease of preparation
and/or reduced costs of goods), compared to conventional
antibodies against RANK-L or fragments thereof, compared
to constructs that could be based on such conventional
antibodies or antibody fragments (such as Fab' fragments,
F(ab"), fragments, ScFv constructs, “diabodies” and other
multispecific constructs (see for example the review by
Holliger and Hudson, Nat Biotechnol. 2005 September;
23(9):1126-36)), and also compared to the so-called “dAb’s”
or similar (single) domain antibodies that may be derived
from variable domains of conventional antibodies. These
improved and advantageous properties will become clear
from the further description herein, and for example include,
without limitation, one or more of:
increased affinity and/or avidity for RANK-L,, either in a
monovalent format, in a multivalent format (for
example in a bivalent format) and/or in a multispecific
format (for example one of the multispecific formats
described hereinbelow);
better suitability for formatting in a multivalent format
(for example in a bivalent format);

better suitability for formatting in a multispecific format
(for example one of the multispecific formats described
hereinbelow);

improved suitability or susceptibility for “humanizing”

substitutions (as defined herein);

less immunogenicity, either in a monovalent format, in a

multivalent format (for example in a bivalent format)
and/or in a multispecific format (for example one of the
multispecific formats described hereinbelow);
increased stability, either in a monovalent format, in a
multivalent format (for example in a bivalent format)
and/or in a multispecific format (for example one of the
multispecific formats described hereinbelow);

increased specificity towards RANK-L, either in a mon-
ovalent format, in a multivalent format (for example in
a bivalent format) and/or in a multispecific format (for
example one of the multispecific formats described
hereinbelow);

decreased or where desired increased cross-reactivity

with RANK-L from different species;
and/or

one or more other improved properties desirable for

pharmaceutical use (including prophylactic use and/or
therapeutic use) and/or for diagnostic use (including
but not limited to use for imaging purposes), either in
a monovalent format, in a multivalent format (for
example in a bivalent format) and/or in a multispecific
format (for example one of the multispecific formats
described hereinbelow).

As generally described herein for the amino acid
sequences of the invention, the NANOBODIES of the
invention are preferably in essentially isolated form (as
defined herein), or form part of a protein or polypeptide of
the invention (as defined herein), which may comprise or
essentially consist of one or more NANOBODIES of the
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invention and which may optionally further comprise one or
more further amino acid sequences (all optionally linked via
one or more suitable linkers). For example, and without
limitation, the one or more amino acid sequences of the
invention may be used as a binding unit in such a protein or
polypeptide, which may optionally contain one or more
further amino acid sequences that can serve as a binding unit
(i.e. against one or more other targets than RANK-L), so as
to provide a monovalent, multivalent or multispecific poly-
peptide of the invention, respectively, all as described
herein. In particular, such a protein or polypeptide may
comprise or essentially consist of one or more NANOBOD-
IES of the invention and optionally one or more (other)
NANOBODIES (i.e. directed against other targets than
RANK-L), all optionally linked via one or more suitable
linkers, so as to provide a monovalent, multivalent or
multispecific NANOBODY construct, respectively, as fur-
ther described herein. Such proteins or polypeptides may
also be in essentially isolated form (as defined herein).

In a NANOBODY of the invention, the binding site for
binding against RANK-L is preferably formed by the CDR
sequences. Optionally, a NANOBODY of the invention may
also, and in addition to the at least one binding site for
binding against RANK-L., contain one or more further
binding sites for binding against other antigens, proteins or
targets. For methods and positions for introducing such
second binding sites, reference is for example made to Keck
and Huston, Biophysical Journal, 71, October 1996, 2002-
2011; EP 0 640 130 and WO 06/07260.

As generally described herein for the amino acid
sequences of the invention, when a NANOBODY of the
invention (or a polypeptide of the invention comprising the
same) is intended for administration to a subject (for
example for therapeutic and/or diagnostic purposes as
described herein), it is preferably directed against human
RANK-L; whereas for veterinary purposes, it is preferably
directed against RANK-L. from the species to be treated.
Also, as with the amino acid sequences of the invention, a
NANOBODY of the invention may or may not be cross-
reactive (i.e. directed against RANK-L from two or more
species of mammal, such as against human RANK-[., and
RANK-L, from at least one of the species of mammal
mentioned herein).

Also, again as generally described herein for the amino
acid sequences of the invention, the NANOBODIES of the
invention may generally be directed against any antigenic
determinant, epitope, part, domain, subunit or confirmation
(where applicable) of RANK-L.. However, it is generally
assumed and preferred that the NANOBODIES of the
invention (and polypeptides comprising the same) are
directed against the binding site for RANK on RANK-L or
the binding site for OPG on RANK-L. In another aspect of
the present invention, the amino acid sequences and poly-
peptides of the invention are preferably directed against an
epitope on RANK-L that overlaps with the epitope of
Denosumab.

As already described herein, the amino acid sequence and
structure of a NANOBODY can be considered—without
however being limited thereto—to be comprised of four
framework regions or “FR’s” (or sometimes also referred to
as “FW’s”), which are referred to in the art and herein as
“Framework region 17 or “FR17; as “Framework region 2”
or “FR2”; as “Framework region 3” or “FR3”; and as
“Framework region 4 or “FR4”, respectively; which frame-
work regions are interrupted by three complementary deter-
mining regions or “CDR’s”, which are referred to in the art
as “Complementarity Determining Region 1” or “CDR1”*; as
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“Complementarity Determining Region 2” or “CDR2”; and
as “Complementarity Determining Region 3” or “CDR3”,
respectively. Some preferred framework sequences and
CDR’s (and combinations thereof) that are present in the
NANOBODIES of the invention are as described herein.
Other suitable CDR sequences can be obtained by the
methods described herein.

According to a non-limiting but preferred aspect of the
invention, (the CDR sequences present in) the NANOBOD-
IES of the invention are such that:

the NANOBODIES can bind to RANK-L with a disso-

ciation constant (K,) of 107> to 107'% moles/liter or
less, and preferably 1077 to 1072 moles/liter or less and
more preferably 107 to 1072 moles/liter (i.e. with an
association constant (K ) of 10° to 10'? liter/moles or
more, and preferably 107 to 10" liter/moles or more
and more preferably 10® to 102 liter/moles);
and/or such that:
the NANOBODIES can bind to RANK-L. with a k_,-rate
of between 10> M~*s™! to about 107 M~'s™!, preferably
between 10> M~'s™! and 10”7 M~'s™!, more preferably
between 10* M's7! and 10”7 M~!s™!, such as between
10° M~'s™' and 10" M~'s7!;
and/or such that they:
the NANOBODIES can bind to RANK-L with a krate
between 1 s~! (t,,,=0.69 s) and 107° s~ (providing a
near irreversible complex with a t, , of multiple days),
preferably between 1072 s™* and 107° 5™, more pref-
erably between 10~ s and 107% s7*, such as between
10% s and 107 57,

Preferably, (the CDR sequences present in) the NANO-
BODIES of the invention are such that: a monovalent
NANOBODY of the invention (or a polypeptide that con-
tains only one NANOBODY of the invention) is preferably
such that it will bind to RANK-L with an affinity less than
500 nM, preferably less than 200 nM, more preferably less
than 10 nM, such as less than 500 pM.

The affinity of the NANOBODY of the invention against
RANK-L can be determined in a manner known per se, for
example using the general techniques for measuring K,. K,
k,zor k,,, mentioned herein, as well as some of the specific
assays described herein.

Some preferred IC50 values for binding of the NANO-
BODIES of the invention (and of polypeptides comprising
the same) to RANK-L will become clear from the further
description and examples herein.

In a preferred but non-limiting aspect, the invention
relates to a NANOBODY (as defined herein) against
RANK-L,, which consists of 4 framework regions (FR1 to
FR4 respectively) and 3 complementarity determining
regions (CDR1 to CDR3 respectively), in which:

CDR1 is chosen from the group consisting of:

a) the amino acid sequences of SEQ ID NO’s: 188-249;
b) amino acid sequences that have at least 80% amino acid
identity with at least one of the amino acid sequences of

SEQ ID NO’s: 188-249;
¢) amino acid sequences that have 3, 2, or 1 amino acid

difference with at least one of the amino acid sequences

of SEQ ID NO’s: 188-249;
and/or

CDR2 is chosen from the group consisting of:

d) the amino acid sequences of SEQ ID NO’s: 312-373 and

758;

e) amino acid sequences that have at least 80% amino acid
identity with at least one of the amino acid sequences of

SEQ ID NO’s: 312-373 and 758,
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f) amino acid sequences that have 3, 2, or 1 amino acid
difference with at least one of the amino acid sequences
of SEQ ID NO’s: 312-373 and 758;

and/or
CDR3 is chosen from the group consisting of:

g) the amino acid sequences of SEQ ID NO’s: 436-497;

h) amino acid sequences that have at least 80% amino acid
identity with at least one of the amino acid sequences of
SEQ ID NO’s: 436-497,

i) amino acid sequences that have 3, 2, or 1 amino acid
difference with at least one of the amino acid sequences
of SEQ ID NO’s: 436-497,

or any suitable fragment of such an amino acid sequence.
In particular, according to this preferred but non-limiting

aspect, the invention relates to a NANOBODY (as defined

herein) against RANK-L, which consists of 4 framework
regions (FR1 to FR4 respectively) and 3 complementarity
determining regions (CDR1 to CDR3 respectively), in
which:

CDR1 is chosen from the group consisting of:

a) the amino acid sequences of SEQ ID NO’s: 188-249;

b) amino acid sequences that have at least 80% amino acid
identity with at least one of the amino acid sequences of
SEQ ID NO’s: 188-249;

¢) amino acid sequences that have 3, 2, or 1 amino acid
difference with at least one of the amino acid sequences
of SEQ ID NO’s: 188-249;

and
CDR2 is chosen from the group consisting of:

d) the amino acid sequences of SEQ ID NO’s: 312-373 and
758;

e) amino acid sequences that have at least 80% amino acid
identity with at least one of the amino acid sequences of
SEQ ID NO’s: 312-373 and 758;

f) amino acid sequences that have 3, 2, or 1 amino acid
difference with at least one of the amino acid sequences
of SEQ ID NO’s: 312-373 and 758;

and
CDR3 is chosen from the group consisting of:

g) the amino acid sequences of SEQ ID NO’s: 436-497;

h) amino acid sequences that have at least 80% amino acid
identity with at least one of the amino acid sequences of
SEQ ID NO’s: 436-497,

i) amino acid sequences that have 3, 2, or 1 amino acid
difference with at least one of the amino acid sequences
of SEQ ID NO’s: 436-497,

or any suitable fragment of such an amino acid sequences.
As generally mentioned herein for the amino acid

sequences of the invention, when a NANOBODY of the

invention contains one or more CDR1 sequences according

to b) and/or c):

i) any amino acid substitution in such a CDR according to
b) and/or ¢) is preferably, and compared to the corre-
sponding CDR according to a), a conservative amino acid
substitution (as defined herein);

and/or

ii) the CDR according to b) and/or c) preferably only
contains amino acid substitutions, and no amino acid
deletions or insertions, compared to the corresponding
CDR according to a);

and/or

iii) the CDR according to b) and/or ¢) may be a CDR that is
derived from a CDR according to a) by means of affinity
maturation using one or more techniques of affinity matu-
ration known per se.
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Similarly, when a NANOBODY of the invention contains
one or more CDR2 sequences according to e) and/or f):

i) any amino acid substitution in such a CDR according to
e) and/or f) is preferably, and compared to the correspond-
ing CDR according to d), a conservative amino acid
substitution (as defined herein);

and/or

ii) the CDR according to e) and/or f) preferably only
contains amino acid substitutions, and no amino acid
deletions or insertions, compared to the corresponding
CDR according to d);

and/or

iii) the CDR according to e) and/or f) may be a CDR that is
derived from a CDR according to d) by means of affinity
maturation using one or more techniques of affinity matu-
ration known per se.

Also, similarly, when a NANOBODY of the invention
contains one or more CDR3 sequences according to h)
and/or 1):

i) any amino acid substitution in such a CDR according to
h) and/or 1) is preferably, and compared to the correspond-
ing CDR according to g), a conservative amino acid
substitution (as defined herein);

and/or

ii) the CDR according to h) and/or i) preferably only
contains amino acid substitutions, and no amino acid
deletions or insertions, compared to the corresponding
CDR according to g);

and/or

iii) the CDR according to h) and/or i) may be a CDR that is
derived from a CDR according to g) by means of affinity
maturation using one or more techniques of affinity matu-
ration known per se.

It should be understood that the last three paragraphs
generally apply to any NANOBODY of the invention that
comprises one or more CDRI1 sequences, CDR2 sequences
and/or CDR3 sequences according to b), ¢), e), 1), h) or i),
respectively.

Of the NANOBODIES of the invention, NANOBODIES
comprising one or more of the CDR’s explicitly listed above
are particularly preferred; NANOBODIES comprising two
or more of the CDR’s explicitly listed above are more
particularly preferred; and NANOBODIES comprising three
of the CDR’s explicitly listed above are most particularly
preferred.
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Some particularly preferred, but non-limiting combina-
tions of CDR sequences, as well as preferred combinations
of CDR sequences and framework sequences, are mentioned
in Table A-1 below, which lists the CDR sequences and
framework sequences that are present in a number of pre-
ferred (but non-limiting) NANOBODIES of the invention.
As will be clear to the skilled person, a combination of
CDR1, CDR2 and CDR3 sequences that occur in the same
clone (i.e. CDR1, CDR2 and CDR3 sequences that are
mentioned on the same line in Table A-1) will usually be
preferred (although the invention in its broadest sense is not
limited thereto, and also comprises other suitable combina-
tions of the CDR sequences mentioned in Table A-1). Also,
a combination of CDR sequences and framework sequences
that occur in the same clone (i.e. CDR sequences and
framework sequences that are mentioned on the same line in
Table A-1) will usually be preferred (although the invention
in its broadest sense is not limited thereto, and also com-
prises other suitable combinations of the CDR sequences
and framework sequences mentioned in Table A-1, as well
as combinations of such CDR sequences and other suitable
framework sequences, e.g. as further described herein).

Also, in the NANOBODIES of the invention that com-
prise the combinations of CDR’s mentioned in Table A-1,
each CDR can be replaced by a CDR chosen from the group
consisting of amino acid sequences that have at least 80%,
preferably at least 90%, more preferably at least 95%, even
more preferably at least 99% sequence identity (as defined
herein) with the mentioned CDR’s; in which:

i) any amino acid substitution in such a CDR is preferably,
and compared to the corresponding CDR sequence men-
tioned in Table A-1, a conservative amino acid substitu-
tion (as defined herein);

and/or

i) any such CDR sequence preferably only contains amino
acid substitutions, and no amino acid deletions or inser-
tions, compared to the corresponding CDR sequence
mentioned in Table A-1;

and/or

iii) any such CDR sequence is a CDR that is derived by
means of a technique for affinity maturation known per se,
and in particular starting from the corresponding CDR
sequence mentioned in Table A-1.

However, as will be clear to the skilled person, the
(combinations of) CDR sequences, as well as (the combi-
nations of) CDR sequences and framework sequences men-
tioned in Table A-1 will generally be preferred.
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A SALIDSYY

SSA ASSDJHA YADAAVY LAHAATS NN DAASAYA YAATIIN DSTATSOHOVOA
LADIDOOMB0S dSDANAAIYY OTSALNIYNQISILAIYSE ALLISLALIVZIZE DIAOIAMO9IT DHINS 86T TODOSHATOARIET TTITANVH

AN SALIDSYY

SSA MYLAILA YYOAAAYLAAIATS NN DAASAYA YAATIIN DSTATSOHOVOA
LADIDOOMLOS NSDALMASHY OTTIALNIYNQISILAYE€8E ALLISSALIVIZE DHAVOIAMEST DHINSLE6T TODOSHATOAERSET OTTANTA

ALA JALIDSYY

SSA VIILSAAS YYOAAAYLAAJHTS NIW DAASAYAN YAATIIN JLTATSOHOVOA
LADIODOOM90S TSYADSDEPFY OTATLIDIYNQISILANZSE LSDDSANIVOZE DIYOIIMBST DHYAS 96T TODDSHATOARFET 6NV

Ad SALODSYVYO

SSA JIILYLATE DYOAANAYLAIIATSNA DAASAARA SAJHYHN STATSDHOIOAS
LADIOOOMSG0S TADAISYAE Yy OTAALSHYNQISILANTSE OALDDASIVETE DHAYOMAMLST DHVAIG6T DODSHATOAHEET STANTA

SALIDSYY

SSA AVAVHAVSA YYOAAYVY LAAIATS NN DAASAYA YAATIDHE DSTATSHOSOA
LADIDOOME0S ASDSAOHZHY OTAALMMYNQISILANO08E AVNIDSIAIVSETE DAVOIAMIST YILSAV6T dDDHESHATOAHZET LTANYY

SALADSYVYO

SSA HIASSY IVOAAAVIAIANTSNA DAASAY YAATIIN STATSOHDOLON
LADIOOOM€0S AXISALVITHY OTANLHMONQISILANG6LE AALNDSASIVLTIE DAVOIAMSGST SYLAKE6T TODDSHATOAITET 9TANVS

DILIDSYY

SSA AYVAQANG YYOAAAYLAAIATS AN DAASAY YAAQIEN DSTATSOHOVOA
LADIOOOMZ0SG ALANIDITIO0FY HTLHIMMONQISILAYSLE AAILSDSSLIILITE DAVOIAMEST YHIHDZ6T TODDSHATOATOET STANYYE

AL DIVIDSYY

SSA AIOdLLD YYOAAAVLAAAATS NN OAAIAYA YAATIIN JSTATSAOIOA
LADIODOOMTOS AQYDSIO6€Yr OTAAWNMIYNQISILANLLE MTSSDIANIASTE DAVOIAMEST DHYASTE6T TODDSHEATOANEZT PTANYS

SSLUDSAVY

SSA AdA DYOAANAYLAIIATSNA DAASAYAA DASHIOA DSTATSOHOVOA
LADIOOOMO00S HTISMALIM8EY OTAALNIYNQISILANILE INQASMAIIFTE DIDOIIMZST YHNAIO6T TIDDSHATOATSZT ETANYS

SALADSYY

SSA AQAH AVOAAAVLAASATS NN DAASAYA SAMATON DSTATSHOADA
LADIDOOM66F TODSNYALEY OTINTLIIYNQISILAYSLE ALLSDASAISETE DAVOIAMTIST SWAAS 68T TODDSHATOAHLZT CTANYS

AdA SALIDSAVY

SSA DSYTIMA YYOAAAYLAAIATS NN DAASAYA YAIQIED DSTATSOHOVOA
LAOVOTOMB86F HMOWANA9EY OTADLSAYNQISILAAPLE TILILOSLSISTTE DHIAOIAMOST YHLSS 88T TODDSHATOAH9ZT TTANYE
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AD 4 ASLIISTVYO

SSA AQNTINHM YOMAAVLAHAIATS NN OAAAADA YAATIIN STATSOHDOLON
LADIDODU6TS UDDIOTILGY OTAALXIVSQISILAYSGEE ALLODOVSLIVEEE DAVOIAMTILT DWDANG0Z TODDSHATOAELYT ZTTANVH

AQAd NALIISTA

SSA NSVLAOY YYOAAAYLAAIATS NN DAASAY YAAQIEH DSTATSOHOVOA
LADIODOOMBTS MAJHIND 9GY OTAALNIYNQISILANY6E€ ALLASDLSIVZEE DIAOIAMOLT DAVAS B80T TODOSHATOAR YT TTTANVH

A LALIOSYY

SSA AAVYSAAdS DYOAAAVLAIIATSAN DAASAYA YAATIHL OSTATSAOVOA
LADIOOOM LTS SAAASUTASSY OTAALNIVHQISILAY€6€ NLIMOSOSIVIEE DAVOIAME9T DWLOZ TODDSHEATOAESHT OTTANVA

A LALIOSYY

SSA AALSAAAS YYOAAAYLAAIATS NN DAASAYA YAATIIN OSTATSAOVOA
LADIDOOM9TS SAAASATAYSY OTAALNIYNQISILANZEE NIASDSOLISOEE DAVOIAMBIT DW90Z TODDSHEATOARFFT 6 TTANVA

Ad SALIDSYY

SSA AHSSHSAL ADDAANYLAIIATSNA DMASHDA DAJHIHN DSTATSOHOVOA
LADIDOOMSTS SSIALVMA€SY OTAAINOYNQISILAITEE ALLODSOLIAGZE DAVOIAMLIT DHYSAG0Z TODDSHATOAR €Y T STTANTH

AQAY JIS¥OSVH

SSA dvOLXES YYOLAAVLAAIATS NN OAYSAAA YAATIIN OSTATSAOADA
LAOIDOOMEPTS TIDADUDTSY OTAWINIVIQISIVAIO06€E YNDSSMSAV 8ZE€ DAVOIAM9I9Z  DWAXLSF0OZ TODOSHATOARZHT LTITANVH

AQAd SALIISYA

SSA NSVLAOY YYOAAAYLAAIATS NN DAASA YAAQIEN DSTATSOHOVOA
LADIDOOMETS MAJENIDTSY OTAALNIYNQISILAN68€ DALLISODLSIVLZE DIAOIAMGIT DHYAS €0 TODDSHATOARTHT 9TTANVYH

Ad JALOOVYYY

SSA AOdESAd YYOAAAYLAAIATSVIH MIASAAAD LAATIAN DSTATSOHOVOA
LADIOOOMZTS TALIVALLO0GY OTAALNMINQISILANSSE IMSDDISIVIZE DIYOIIMEIT DWAANZOZ TODDSHATOAROYT STTANVH

SSLYDSYY

SSA AYASDY YYOAAAYLAAIATS NN DIAIAYA YAATIIN DSTATSOHOVOA
LAOIOOOMTTS NAISDSYE 67 OTAYLIDIYNQISILANLEE AILNDSTAAY GZ€ DHAAVIAMEIT SWLAATOZ TOODSHATOAHGET FTTANVI

Ad JALIDSYY

SSA AMIAJES YYOSAAVLAAJATS NN DAASAYA YAATIIN DSTATSOHOVOA
LAOIOOOMOTS TALAJUIA8YY OTAALIIYNQISILAN98E ALSDOSOLISHZE DAVOIAMZIT DHAXS00Z TODOSHATOAESET €TTANVH

LALIDSVYVYOS

SSA ASASNVYSA DYOAANAVLAIIATSIN OAASALA YAATIIN TITSHOVYOHM
LADIODOOM60S XHTOTONT LYY OTAVLIDIYNQISILANSSE ALSYDSOLIVEZE DAVOIAMTIT YH66T DODSHATOATLET TTTANVA
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Ad I13316bBeee
ssA ADMASIT venlAaeapadyTsau @IASAALD eAJSISY osTaTsbbBeba SHLAWG
3AB3IBbPM0ES TALLVALL89F PTAAIUNIUPISTIFIOOr  IMSDDISIVEbe bdebazmnzse DWAANOZZ TPbhBseaTbasgsT TINYI

pci I33obreer
s8A ADJIASAA eenilaeaipadyIsew @IASAARD JAFLIDY osTITsbbeba TALAWA
3AB3BbPM67S TASLIALLLOY PTUAUNIUPISTIFISOY  IMIDDISIVEbe bdebaznisge DWAANGTZ TPbPBseaTbas ST TINYI

P I3313Bere
ssA  ADJYASAA eeoulaeaipadyIsew @IASAARD eATSIDY osT3Tsbbeba TTYLANA
3AB3BbbM 8T S TASLIALL 997 PTAAIUNIUPAISTIFIFOY  IMIDDISIVZvE bdebiznose DWAAMS8TZ TPbPBseaTbas9gT TINYI

Ad I13316bBeee
s8A ADJIASAA eenilaeaipadyIsew @IASAARD JAFLIDY osTITsbbeba zdLdNd
3ab3BbbM £7G TALIVANL 9% PTAAJUNIUPISTIFIEOY  IMSDDISIVIvE bdebaznerz DWAANLTIZ TPbPBseaTbasgsT TINYI

IpaThser
ssA AVASODA venlAaeapadyTsun NIAIATA eAJSISY osTaTsbbBeda $AZdNd
32baBbbm 9z NAISDSYI Y9 PTpAIUNRUPISTIIIZO0F  ALNDSTAAVYObE Bdpbijmgre SHIAN9TZ TBPbsaaTbaspsT TINYI

IpaThser
ssA AVASODA venlAaeapadyTsun NIAIATA eAJSISY osTaTsbbBeda ZATdNd
32baBbbr 5z NAISDSYI€9Y PTpAIUNRUPISTIIITOLF  ALNDSTdAV6te Bdpbigmire SHIANSTZ TPPbsaaTbasesT TINYI

11Bsee
ssA AVASODA venlAaeapadyTsun NIAIATA eAJSISY osTaTsbbBeba 9V ZdNd
32baBbbr bz NAISDSYIZ9Y PTpAlUNRUPISTIII00F  ALNDSTdAV8ee Bdpbigmorz SHIANPTZ TBPbsaaTbaszsT TINYI
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Ad FALIDSYY
SSA AMAXQES VYO SAAVIAIAATSNA DMASAYA YAATIAAL DSTATSDOYOA TTATdNd
IADIDODOMEZS TALAIIIAT OV OTAALNIYNQISILAN66€ ALSDDSDLISLEE DAIVOIAMSGLT DWAAS €TC TOODSAATOATTST TNV
133xbsee
ssA ASASNYSA BenAlaeapadyTsiw OMASALA eATSIDY osTITsbbebu €dvdnd
32baBbbr zZs ARTOTONT09Y bTAejuyeupasT1JI86e ALSEDSDLIV9te bBsebigmpre YHZTZ #BBbsaaTba®0ST TINYI
FILIDSVY
SSA AYAQANS YYOAAAVIAIAITS AW DMASAYA YAATI@T DSTATSADYOA vac
IADIDOOMTZS dLAMDIIN6GY OINALNIAYNQISILANL6E ALLSDSSIALSEE DIVOIAMELT YHIDTTT TODOVAATOAT6HT TNV
LIIDSYY
SSA ATADVA YYOAAAVIAAAI TSN DMASAYA YAATIAAL DSTATSDOYOA
IADLAODMOZS NINDTTYI8SGY OINALNMYNQISILAY96€ ALIMDSULIVEEE DIVOIAMTLT YWIAAOTZ TODDSAATIOAESYT €TTINVA
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Thus, in the NANOBODIES of the invention, at least one
of'the CDR1, CDR2 and CDR3 sequences present is suitably
chosen from the group consisting of the CDR1, CDR2 and
CDR3 sequences, respectively, listed in Table A-1; or from
the group of CDR1, CDR2 and CDR3 sequences, respec-
tively, that have at least 80%, preferably at least 90%, more
preferably at least 95%, even more preferably at least 99%
“sequence identity” (as defined herein) with at least one of
the CDR1, CDR2 and CDR3 sequences, respectively, listed
in Table A-1; and/or from the group consisting of the CDR1,
CDR2 and CDR3 sequences, respectively, that have 3, 2 or
only 1 “amino acid difference(s)” (as defined herein) with at
least one of the CDR1, CDR2 and CDR3 sequences, respec-
tively, listed in Table A-1.

In this context, by “suitably chosen” is meant that, as
applicable, a CDR1 sequence is chosen from suitable CDR1
sequences (i.e. as defined herein), a CDR2 sequence is
chosen from suitable CDR2 sequences (i.e. as defined
herein), and a CDR3 sequence is chosen from suitable
CDR3 sequence (i.e. as defined herein), respectively. More
in particular, the CDR sequences are preferably chosen such
that the NANOBODIES of the invention bind to RANK-L
with an affinity (suitably measured and/or expressed as a
K,-value (actual or apparent), a K ,-value (actual or appar-
ent), a k,,-rate and/or a k-rate, or alternatively as an 1C,
value, as further described herein) that is as defined herein.

In particular, in the NANOBODIES of the invention, at
least the CDR3 sequence present is suitably chosen from the
group consisting of the CDR3 sequences listed in Table A-1
or from the group of CDR3 sequences that have at least 80%,
preferably at least 90%, more preferably at least 95%, even
more preferably at least 99% sequence identity with at least
one of the CDR3 sequences listed in Table A-1; and/or from
the group consisting of the CDR3 sequences that have 3, 2
or only 1 amino acid difference(s) with at least one of the
CDR3 sequences listed in Table A-1.

Preferably, in the NANOBODIES of the invention, at
least two of the CDR1, CDR2 and CDR3 sequences present
are suitably chosen from the group consisting of the CDR1,
CDR2 and CDR3 sequences, respectively, listed in Table
A-1 or from the group consisting of CDR1, CDR2 and
CDR3 sequences, respectively, that have at least 80%,
preferably at least 90%, more preferably at least 95%, even
more preferably at least 99% sequence identity with at least
one of the CDR1, CDR2 and CDR3 sequences, respectively,
listed in Table A-1; and/or from the group consisting of the
CDR1, CDR2 and CDR3 sequences, respectively, that have
3,2 oronly 1 “amino acid difference(s)” with at least one of
the CDR1, CDR2 and CDR3 sequences, respectively, listed
in Table A-1.

In particular, in the NANOBODIES of the invention, at
least the CDR3 sequence present is suitably chosen from the
group consisting of the CDR3 sequences listed in Table A-1
or from the group of CDR3 sequences that have at least 80%,
preferably at least 90%, more preferably at least 95%, even
more preferably at least 99% sequence identity with at least
one of the CDR3 sequences listed in Table A-1, respectively;
and at least one of the CDR1 and CDR2 sequences present
is suitably chosen from the group consisting of the CDR1
and CDR2 sequences, respectively, listed in Table A-1 or
from the group of CDR1 and CDR2 sequences, respectively,
that have at least 80%, preferably at least 90%, more
preferably at least 95%, even more preferably at least 99%
sequence identity with at least one of the CDR1 and CDR2
sequences, respectively, listed in Table A-1; and/or from the
group consisting of the CDR1 and CDR2 sequences, respec-
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tively, that have 3, 2 or only 1 amino acid difference(s) with
at least one of the CDR1 and CDR2 sequences, respectively,
listed in Table A-1.

Most preferably, in the NANOBODIES of the invention,
all three CDR1, CDR2 and CDR3 sequences present are
suitably chosen from the group consisting of the CDRI1,
CDR2 and CDR3 sequences, respectively, listed in Table
A-1 or from the group of CDRI1, CDR2 and CDR3
sequences, respectively, that have at least 80%, preferably at
least 90%, more preferably at least 95%, even more prefer-
ably at least 99% sequence identity with at least one of the
CDRI1, CDR2 and CDR3 sequences, respectively, listed in
Table A-1; and/or from the group consisting of the CDR1,
CDR2 and CDR3 sequences, respectively, that have 3, 2 or
only 1 amino acid difference(s) with at least one of the
CDRI1, CDR2 and CDR3 sequences, respectively, listed in
Table A-1.

Even more preferably, in the NANOBODIES of the
invention, at least one of the CDR1, CDR2 and CDR3
sequences present is suitably chosen from the group con-
sisting of the CDR1, CDR2 and CDR3 sequences, respec-
tively, listed in Table A-1. Preferably, in this aspect, at least
one or preferably both of the other two CDR sequences
present are suitably chosen from CDR sequences that have
at least 80%, preferably at least 90%, more preferably at
least 95%, even more preferably at least 99% sequence
identity with at least one of the corresponding CDR
sequences, respectively, listed in Table A-1; and/or from the
group consisting of the CDR sequences that have 3, 2 or only
1 amino acid difference(s) with at least one of the corre-
sponding sequences, respectively, listed in Table A-1.

In particular, in the NANOBODIES of the invention, at
least the CDR3 sequence present is suitably chosen from the
group consisting of the CDR3 listed in Table A-1. Prefer-
ably, in this aspect, at least one and preferably both of the
CDRI1 and CDR2 sequences present are suitably chosen
from the groups of CDR1 and CDR2 sequences, respec-
tively, that have at least 80%, preferably at least 90%, more
preferably at least 95%, even more preferably at least 99%
sequence identity with the CDR1 and CDR2 sequences,
respectively, listed in Table A-1; and/or from the group
consisting of the CDR1 and CDR2 sequences, respectively,
that have 3, 2 or only 1 amino acid difference(s) with at least
one of the CDR1 and CDR2 sequences, respectively, listed
in Table A-1.

Even more preferably, in the NANOBODIES of the
invention, at least two of the CDRI1, CDR2 and CDR3
sequences present are suitably chosen from the group con-
sisting of the CDR1, CDR2 and CDR3 sequences, respec-
tively, listed in Table A-1. Preferably, in this aspect, the
remaining CDR sequence present is suitably chosen from
the group of CDR sequences that have at least 80%, pref-
erably at least 90%, more preferably at least 95%, even more
preferably at least 99% sequence identity with at least one of
the corresponding CDR sequences listed in Table A-1;
and/or from the group consisting of CDR sequences that
have 3, 2 or only 1 amino acid difference(s) with at least one
of the corresponding sequences listed in Table A-1.

In particular, in the NANOBODIES of the invention, at
least the CDR3 sequence is suitably chosen from the group
consisting of the CDR3 sequences listed in Table A-1, and
either the CDR1 sequence or the CDR2 sequence is suitably
chosen from the group consisting of the CDR1 and CDR2
sequences, respectively, listed in Table A-1. Preferably, in
this aspect, the remaining CDR sequence present is suitably
chosen from the group of CDR sequences that have at least
80%, preferably at least 90%, more preferably at least 95%,
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even more preferably at least 99% sequence identity with at
least one of the corresponding CDR sequences listed in
Table A-1; and/or from the group consisting of CDR
sequences that have 3, 2 or only 1 amino acid difference(s)
with the corresponding CDR sequences listed in Table A-1.

Even more preferably, in the NANOBODIES of the
invention, all three CDR1, CDR2 and CDR3 sequences
present are suitably chosen from the group consisting of the
CDRI1, CDR2 and CDR3 sequences, respectively, listed in
Table A-1.

Also, generally, the combinations of CDR’s listed in Table
A-1 (i.e. those mentioned on the same line in Table A-1) are
preferred. Thus, it is generally preferred that, when a CDR
in a NANOBODY of the invention is a CDR sequence
mentioned in Table A-1 or is suitably chosen from the group
of CDR sequences that have at least 80%, preferably at least
90%, more preferably at least 95%, even more preferably at
least 99% sequence identity with a CDR sequence listed in
Table A-1; and/or from the group consisting of CDR
sequences that have 3, 2 or only 1 amino acid difference(s)
with a CDR sequence listed in Table A-1, that at least one
and preferably both of the other CDR’s are suitably chosen
from the CDR sequences that belong to the same combina-
tion in Table A-1 (i.e. mentioned on the same line in Table
A-1) or are suitably chosen from the group of CDR
sequences that have at least 80%, preferably at least 90%,
more preferably at least 95%, even more preferably at least
99% sequence identity with the CDR sequence(s) belonging
to the same combination and/or from the group consisting of
CDR sequences that have 3, 2 or only 1 amino acid
difference(s) with the CDR sequence(s) belonging to the
same combination. The other preferences indicated in the
above paragraphs also apply to the combinations of CDR’s
mentioned in Table A-1.

Thus, by means of non-limiting examples, a NANO-
BODY of the invention can for example comprise a CDR1
sequence that has more than 80% sequence identity with one
of the CDRI1 sequences mentioned in Table A-1, a CDR2
sequence that has 3, 2 or 1 amino acid difference with one
of'the CDR2 sequences mentioned in Table A-1 (but belong-
ing to a different combination), and a CDR3 sequence.

Some preferred NANOBODIES of the invention may for
example comprise: (1) a CDR1 sequence that has more than
80% sequence identity with one of the CDRI1 sequences
mentioned in Table A-1; a CDR2 sequence that has 3, 2 or
1 amino acid difference with one of the CDR2 sequences
mentioned in Table A-1 (but belonging to a different com-
bination); and a CDR3 sequence that has more than 80%
sequence identity with one of the CDR3 sequences men-
tioned in Table A-1 (but belonging to a different combina-
tion); or (2) a CDRI1 sequence that has more than 80%
sequence identity with one of the CDRI1 sequences men-
tioned in Table A-1; a CDR2 sequence, and one of the CDR3
sequences listed in Table A-1; or (3) a CDR1 sequence; a
CDR2 sequence that has more than 80% sequence identity
with one of the CDR2 sequence listed in Table A-1; and a
CDR3 sequence that has 3, 2 or 1 amino acid differences
with the CDR3 sequence mentioned in Table A-1 that
belongs to the same combination as the CDR2 sequence.

Some particularly preferred NANOBODIES of the inven-
tion may for example comprise: (1) a CDR1 sequence that
has more than 80% sequence identity with one of the CDR1
sequences mentioned in Table A-1; a CDR2 sequence that
has 3, 2 or 1 amino acid difference with the CDR2 sequence
mentioned in Table A-1 that belongs to the same combina-
tion; and a CDR3 sequence that has more than 80%
sequence identity with the CDR3 sequence mentioned in
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Table A-1 that belongs to the same combination; (2) a CDR1
sequence; a CDR 2 listed in Table A-1 and a CDR3 sequence
listed in Table A-1 (in which the CDR2 sequence and CDR3
sequence may belong to different combinations).

Some even more preferred NANOBODIES of the inven-
tion may for example comprise: (1) a CDR1 sequence that
has more than 80% sequence identity with one of the CDR1
sequences mentioned in Table A-1; the CDR2 sequence
listed in Table A-1 that belongs to the same combination;
and a CDR3 sequence mentioned in Table A-1 that belongs
to a different combination; or (2) a CDR1 sequence men-
tioned in Table A-1; a CDR2 sequence that has 3, 2 or 1
amino acid differences with the CDR2 sequence mentioned
in Table A-1 that belongs to the same combination; and a
CDR3 sequence that has more than 80% sequence identity
with the CDR3 sequence listed in Table A-1 that belongs to
the same or a different combination.

Particularly preferred NANOBODIES of the invention
may for example comprise a CDR1 sequence mentioned in
Table A-1, a CDR2 sequence that has more than 80%
sequence identity with the CDR2 sequence mentioned in
Table A-1 that belongs to the same combination; and the
CDR3 sequence mentioned in Table A-1 that belongs to the
same combination.

In the most preferred NANOBODIES of the invention,
the CDR1, CDR2 and CDR3 sequences present are suitably
chosen from one of the combinations of CDR1, CDR2 and
CDR3 sequences, respectively, listed in Table A-1.

According to another preferred, but non-limiting aspect of
the invention (a) CDR1 has a length of between 1 and 12
amino acid residues, and usually between 2 and 9 amino acid
residues, such as 5, 6 or 7 amino acid residues; and/or (b)
CDR2 has a length of between 13 and 24 amino acid
residues, and usually between 15 and 21 amino acid resi-
dues, such as 16 and 17 amino acid residues; and/or (c)
CDR3 has a length of between 2 and 35 amino acid residues,
and usually between 3 and 30 amino acid residues, such as
between 6 and 23 amino acid residues.

In another preferred, but non-limiting aspect, the inven-
tion relates to a NANOBODY in which the CDR sequences
(as defined herein) have more than 80%, preferably more
than 90%, more preferably more than 95%, such as 99% or
more sequence identity (as defined herein) with the CDR
sequences of at least one of the amino acid sequences of
SEQ ID NO’s: 560-621.

Generally, NANOBODIES with the above CDR
sequences may be as further described herein, and preferably
have framework sequences that are also as further described
herein. Thus, for example and as mentioned herein, such
NANOBODIES may be naturally occurring NANOBOD-
IES (from any suitable species), naturally occurring V
sequences (i.e. from a suitable species of Camelid) or
synthetic or semi-synthetic amino acid sequences or NANO-
BODIES, including but not limited to partially humanized
NANOBODIES or V. sequences, fully humanized
NANOBODIES or V,,, sequences, camelized heavy chain
variable domain sequences, as well as NANOBODIES that
have been obtained by the techniques mentioned herein.

Thus, in one specific, but non-limiting aspect, the inven-
tion relates to a humanized NANOBODY, which consists of
4 framework regions (FR1 to FR4 respectively) and 3
complementarity determining regions (CDR1 to CDR3
respectively), in which CDR1 to CDR3 are as defined herein
and in which said humanized NANOBODY comprises at
least one humanizing substitution (as defined herein), and in
particular at least one humanizing substitution in at least one
of its framework sequences (as defined herein).
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In another preferred, but non-limiting aspect, the inven-
tion relates to a NANOBODY in which the CDR sequences
have at least 70% amino acid identity, preferably at least
80% amino acid identity, more preferably at least 90%
amino acid identity, such as 95% amino acid identity or
more or even essentially 100% amino acid identity with the
CDR sequences of at least one of the amino acid sequences
of SEQ ID NO’s: 560-621. This degree of amino acid
identity can for example be determined by determining the
degree of amino acid identity (in a manner described herein)
between said NANOBODY and one or more of the
sequences of SEQ ID NO’s: 560-621, in which the amino
acid residues that form the framework regions are disre-
garded. Such NANOBODIES can be as further described
herein.

In another preferred, but non-limiting aspect, the inven-
tion relates to a NANOBODY with an amino acid sequence
that is chosen from the group consisting of SEQ ID NO’s:
560-621 or from the group consisting of from amino acid
sequences that have more than 80%, preferably more than
90%, more preferably more than 95%, such as 99% or more
sequence identity (as defined herein) with at least one of the
amino acid sequences of SEQ ID NO’s: 560-621.

Another preferred, but non-limiting aspect of the inven-
tion relates to humanized variants of the NANOBODIES of
SEQ ID NO’s: 560-621, that comprise, compared to the
corresponding native V., sequence, at least one humanizing
substitution (as defined herein), and in particular at least one
humanizing substitution in at least one of its framework
sequences (as defined herein). Some preferred, but non-
limiting examples of such humanized variants are the
humanized NANOBODIES of SEQ ID NO’s: 730-757 and
765. Thus, the invention also relates to a humanized NANO-
BODY with an amino acid sequence that is chosen from the
group consisting of SEQ ID NO’s: 730-757 and 765 or from
the group consisting of from amino acid sequences that have
more than 80%, preferably more than 90%, more preferably
more than 95%, such as 99% or more sequence identity (as
defined herein) with at least one of the amino acid sequences
of SEQ ID NO’s: 730-757 and 765 (in which amino acid
sequences that are chosen from the latter group of amino
acid sequences may contain a greater number or a smaller
number of humanizing substitutions compared to the corre-
sponding sequence of SEQ ID NO’s: 730-757 and 765, as
long as they retain at least one of the humanizing substitu-
tions present in the corresponding sequence of SEQ ID
NO’s: 730-757 and 765).

The polypeptides of the invention comprise or essentially
consist of at least one NANOBODY of the invention. Some
preferred, but non-limiting examples of polypeptides of the
invention are given in SEQ ID NO’s: 622-729, 759-762 and
766-789.

It will be clear to the skilled person that the NANOBOD-
IES that are mentioned herein as “preferred” (or “more
preferred”, “even more preferred”, etc.) are also preferred
(or more preferred, or even more preferred, etc.) for use in
the polypeptides described herein. Thus, polypeptides that
comprise or essentially consist of one or more “preferred”
NANOBODIES of the invention will generally be preferred,
and polypeptides that comprise or essentially consist of one
or more “more preferred” NANOBODIES of the invention
will generally be more preferred, etc.

Generally, proteins or polypeptides that comprise or
essentially consist of a single NANOBODY (such as a single
NANOBODY of the invention) will be referred to herein as
“monovalent” proteins or polypeptides or as “monovalent
constructs”. Proteins and polypeptides that comprise or
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essentially consist of two or more NANOBODIES (such as
at least two NANOBODIES of the invention or at least one
NANOBODY of the invention and at least one other
NANOBODY) will be referred to herein as “multivalent”
proteins or polypeptides or as “multivalent constructs”, and
these may provide certain advantages compared to the
corresponding monovalent NANOBODIES of the inven-
tion. Some non-limiting examples of such multivalent con-
structs will become clear from the further description herein.

According to one specific, but non-limiting aspect, a
polypeptide of the invention comprises or essentially con-
sists of at least two NANOBODIES of the invention, such
as two or three NANOBODIES of the invention. As further
described herein, such multivalent constructs can provide
certain advantages compared to a protein or polypeptide
comprising or essentially consisting of a single NANO-
BODY of'the invention, such as a much improved avidity for
RANK-L. Such multivalent constructs will be clear to the
skilled person based on the disclosure herein; some pre-
ferred, but non-limiting examples of such multivalent
NANOBODY constructs are the constructs of SEQ ID
NO’s: 622-693, 761-762 and 766-773 (bivalent) and SEQ
ID NO’s: 694-729 and 759-760 (trivalent).

According to another specific, but non-limiting aspect, a
polypeptide of the invention comprises or essentially con-
sists of at least one NANOBODY of the invention and at
least one other binding unit (i.e. directed against another
epitope, antigen, target, protein or polypeptide), which is
preferably also a NANOBODY. Such proteins or polypep-
tides are also referred to herein as “multispecific” proteins or
polypeptides or as ‘multispecific constructs”, and these may
provide certain advantages compared to the corresponding
monovalent NANOBODIES of the invention (as will
become clear from the further discussion herein of some
preferred, but-nonlimiting multispecific constructs). Such
multispecific constructs will be clear to the skilled person
based on the disclosure herein; some preferred, but non-
limiting examples of such multispecific NANOBODY con-
structs are the constructs of SEQ ID NO’s: 694-729 and
759-790.

According to yet another specific, but non-limiting aspect,
a polypeptide of the invention comprises or essentially
consists of at least one NANOBODY of the invention,
optionally one or more further NANOBODIES, and at least
one other amino acid sequence (such as a protein or poly-
peptide) that confers at least one desired property to the
NANOBODY of the invention and/or to the resulting fusion
protein. Again, such fusion proteins may provide certain
advantages compared to the corresponding monovalent
NANOBODIES of the invention. Some non-limiting
examples of such amino acid sequences and of such fusion
constructs will become clear from the further description
herein.

It is also possible to combine two or more of the above
aspects, for example to provide a trivalent bispecific con-
struct comprising two NANOBODIES of the invention and
one other NANOBODY, and optionally one or more other
amino acid sequences. Further non-limiting examples of
such constructs, as well as some constructs that are particu-
larly preferred within the context of the present invention,
will become clear from the further description herein.

In the above constructs, the one or more NANOBODIES
and/or other amino acid sequences may be directly linked to
each other and/or suitably linked to each other via one or
more linker sequences. Some suitable but non-limiting
examples of such linkers will become clear from the further
description herein.
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In one specific aspect of the invention, a NANOBODY of
the invention or a compound, construct or polypeptide of the
invention comprising at least one NANOBODY of the
invention may have an increased half-life, compared to the
corresponding amino acid sequence of the invention. Some
preferred, but non-limiting examples of such NANOBOD-
IES, compounds and polypeptides will become clear to the
skilled person based on the further disclosure herein, and for
example comprise NANOBODIES sequences or polypep-
tides of the invention that have been chemically modified to
increase the half-life thereof (for example, by means of
pegylation); amino acid sequences of the invention that
comprise at least one additional binding site for binding to
a serum protein (such as serum albumin); or polypeptides of
the invention that comprise at least one NANOBODY of the
invention that is linked to at least one moiety (and in
particular at least one amino acid sequence) that increases
the half-life of the NANOBODY of the invention. Examples
of polypeptides of the invention that comprise such half-life
extending moieties or amino acid sequences will become
clear to the skilled person based on the further disclosure
herein; and for example include, without limitation, poly-
peptides in which the one or more NANOBODIES of the
invention are suitable linked to one or more serum proteins
or fragments thereof (such as serum albumin or suitable
fragments thereof) or to one or more binding units that can
bind to serum proteins (such as, for example, NANOBOD-
IES or (single) domain antibodies that can bind to serum
proteins such as serum albumin, serum immunoglobulins
such as IgG, or transferrin); polypeptides in which a NANO-
BODY of the invention is linked to an Fc portion (such as
a human Fc) or a suitable part or fragment thereof (the
invention, for examples envisages polypeptides in which the
NANOBODIES are suitably linked to an Fc portion by
linkers in different sizes to allow intra and/or intermolecular
binding of RANK-L); or polypeptides in which the one or
more NANOBODIES of the invention are suitable linked to
one or more small proteins or peptides that can bind to serum
proteins (such as, without limitation, the proteins and pep-
tides described in WO 91/01743, WO 01/45746, WO
02/076489 and to the US provisional application of Ablynx
N.V. entitled “Peptides capable of binding to serum pro-
teins” of Ablynx N.V. filed on Dec. 5, 2006 (see also
PCT/EP2007/063348).

Again, as will be clear to the skilled person, such NANO-
BODIES, compounds, constructs or polypeptides may con-
tain one or more additional groups, residues, moieties or
binding units, such as one or more further amino acid
sequences and in particular one or more additional NANO-
BODIES (i.e. not directed against RANK-L), so as to
provide a tri- of multispecific NANOBODY construct.

Generally, the NANOBODIES of the invention (or com-
pounds, constructs or polypeptides comprising the same)
with increased half-life preferably have a half-life that is at
least 1.5 times, preferably at least 2 times, such as at least 5
times, for example at least 10 times or more than 20 times,
greater than the half-life of the corresponding amino acid
sequence of the invention per se. For example, the NANO-
BODIES, compounds, constructs or polypeptides of the
invention with increased half-life may have a half-life that is
increased with more than 1 hours, preferably more than 2
hours, more preferably more than 6 hours, such as more than
12 hours, or even more than 24, 48 or 72 hours, compared
to the corresponding amino acid sequence of the invention
per se.

In a preferred, but non-limiting aspect of the invention,
suich NANOBODIES, compound, constructs or polypep-
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tides of the invention exhibit a serum half-life in human of
at least about 12 hours, preferably at least 24 hours, more
preferably at least 48 hours, even more preferably at least 72
hours or more. For example, compounds or polypeptides of
the invention may have a half-life of at least 5 days (such as
about 5 to 10 days), preferably at least 9 days (such as about
9 to 14 days), more preferably at least about 10 days (such
as about 10 to 15 days), or at least about 11 days (such as
about 11 to 16 days), more preferably at least about 12 days
(such as about 12 to 18 days or more), or more than 14 days
(such as about 14 to 19 days).

In another one aspect of the invention, a polypeptide of
the invention comprises one or more (such as two or
preferably one) NANOBODIES of the invention linked
(optionally via one or more suitable linker sequences) to one
or more (such as two and preferably one) amino acid
sequences that allow the resulting polypeptide of the inven-
tion to cross the blood brain barrier. In particular, said one
or more amino acid sequences that allow the resulting
polypeptides of the invention to cross the blood brain barrier
may be one or more (such as two and preferably one)
NANOBODIES, such as the NANOBODIES described in
WO 02/057445, of which FC44 (SEQ ID NO: 189 of WO
06/040153) and FC5 (SEQ ID NO: 190 of WO 06/040154)
are preferred examples.

In particular, polypeptides comprising one or more
NANOBODIES of the invention are preferably such that
they:

bind to RANK-L with a dissociation constant (K,) of

107 to 10~'2 moles/liter or less, and preferably 1077 to
107'2 moles/liter or less and more preferably 107 to
107'2 moles/liter (i.e. with an association constant (K ,)
of 10° to 10*2 liter/moles or more, and preferably 107 to
10*2 liter/moles or more and more preferably 10® to
10*2 liter/moles);
and/or such that they:
bind to RANK-L with a k_,-rate of between 10> M~'s~!
to about 10” M~'s™!, preferably between 10° M~'s™!
and 107 M~'s™', more preferably between 10* M~'s~!
and 107 M~1s7!, such as between 10° M~'s! and 107
M st
and/or such that they:
bind to RANK-L with a k- rate between 1 st (t,,,=0.69
s) and 107° s™* (providing a near irreversible complex
with a t,,, of multiple days), preferably between 1072
s™! and 107% 57!, more preferably between 107> s~ and
1075 571, such as between 10™* 5™ and 1076 s7*.

Preferably, a polypeptide that contains only one amino
acid sequence of the invention is preferably such that it will
bind to RANK-L with an affinity less than 500 nM, prefer-
ably less than 200 nM, more preferably less than 10 nM,
such as less than 500 pM. In this respect, it will be clear to
the skilled person that a polypeptide that contains two or
more NANOBODIES of the invention may bind to
RANK-L with an increased avidity, compared to a polypep-
tide that contains only one amino acid sequence of the
invention.

Some preferred IC, values for binding of the amino acid
sequences or polypeptides of the invention to RANK-L will
become clear from the further description and examples
herein.

Other polypeptides according to this preferred aspect of
the invention may for example be chosen from the group
consisting of amino acid sequences that have more than
80%, preferably more than 90%, more preferably more than
95%, such as 99% or more “sequence identity” (as defined
herein) with one or more of the amino acid sequences of
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SEQ ID NO’s: 622-729, 759-762 and 766-773, in which the
NANOBODIES comprised within said amino acid
sequences are preferably as further defined herein.

Another aspect of this invention relates to a nucleic acid
that encodes an amino acid sequence of the invention (such
as a NANOBODY of the invention) or a polypeptide of the
invention comprising the same. Again, as generally
described herein for the nucleic acids of the invention, such
a nucleic acid may be in the form of a genetic construct, as
defined herein.

In another aspect, the invention relates to host or host cell
that expresses or that is capable of expressing an amino acid
sequence (such as a NANOBODY) of the invention and/or
a polypeptide of the invention comprising the same; and/or
that contains a nucleic acid of the invention. Some preferred
but non-limiting examples of such hosts or host cells will
become clear from the further description herein.

Another aspect of the invention relates to a product or
composition containing or comprising at least one amino
acid sequence of the invention, at least one polypeptide of
the invention and/or at least one nucleic acid of the inven-
tion, and optionally one or more further components of such
compositions known per se, i.e. depending on the intended
use of the composition. Such a product or composition may
for example be a pharmaceutical composition (as described
herein), a veterinary composition or a product or composi-
tion for diagnostic use (as also described herein). Some
preferred but non-limiting examples of such products or
compositions will become clear from the further description
herein.

The invention further relates to methods for preparing or
generating the amino acid sequences, compounds, con-
structs, polypeptides, nucleic acids, host cells, products and
compositions described herein. Some preferred but non-
limiting examples of such methods will become clear from
the further description herein.

The invention further relates to applications and uses of
the amino acid sequences, compounds, constructs, polypep-
tides, nucleic acids, host cells, products and compositions
described herein, as well as to methods for the prevention
and/or treatment for diseases and disorders associated with
RANK-L. Some preferred but non-limiting applications and
uses will become clear from the further description herein.

Other aspects, embodiments, advantages and applications
of the invention will also become clear from the further
description hereinbelow.

Generally, it should be noted that the term NANOBODY
as used herein in its broadest sense is not limited to a specific
biological source or to a specific method of preparation. For
example, as will be discussed in more detail below, the
NANOBODIES of the invention can generally be obtained:
(1) by isolating the V,,;, domain of a naturally occurring
heavy chain antibody; (2) by expression of a nucleotide
sequence encoding a naturally occurring V,,;, domain; (3) by
“humanization” (as described herein) of a naturally occur-
ring V ;; domain or by expression of a nucleic acid encoding
a such humanized V,; domain; (4) by “camelization” (as
described herein) of a naturally occurring V,; domain from
any animal species, and in particular a from species of
mammal, such as from a human being, or by expression of
a nucleic acid encoding such a camelized V,, domain; (5) by
“camelization” of a “domain antibody” or “Dab” as
described by Ward et al (supra), or by expression of a nucleic
acid encoding such a camelized V,, domain; (6) by using
synthetic or semi-synthetic techniques for preparing pro-
teins, polypeptides or other amino acid sequences known per
se; (7) by preparing a nucleic acid encoding a NANOBODY
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using techniques for nucleic acid synthesis known per se,
followed by expression of the nucleic acid thus obtained;
and/or (8) by any combination of one or more of the
foregoing. Suitable methods and techniques for performing
the foregoing will be clear to the skilled person based on the
disclosure herein and for example include the methods and
techniques described in more detail herein.

One preferred class of NANOBODIES corresponds to the
V y domains of naturally occurring heavy chain antibodies
directed against RANK-L.. As further described herein, such
V zr sequences can generally be generated or obtained by
suitably immunizing a species of Camelid with RANK-L
(i.e. s0 as to raise an immune response and/or heavy chain
antibodies directed against RANK-L), by obtaining a suit-
able biological sample from said Camelid (such as a blood
sample, serum sample or sample of B-cells), and by gener-
ating V., sequences directed against RANK-L, starting
from said sample, using any suitable technique known per
se. Such techniques will be clear to the skilled person and/or
are further described herein.

Alternatively, such naturally occurring V,,, domains
against RANK-L, can be obtained from naive libraries of
Camelid V;, sequences, for example by screening such a
library using RANK-L., or at least one part, fragment,
antigenic determinant or epitope thereof using one or more
screening techniques known per se. Such libraries and
techniques are for example described in WO 99/37681, WO
01/90190, WO 03/025020 and WO 03/035694. Alterna-
tively, improved synthetic or semi-synthetic libraries
derived from naive V , libraries may be used, such as V,
libraries obtained from naive V., libraries by techniques
such as random mutagenesis and/or CDR shufiling, as for
example described in WO 00/43507.

Thus, in another aspect, the invention relates to a method
for generating NANOBODIES, that are directed against
RANK-L. In one aspect, said method at least comprises the
steps of:

a) providing a set, collection or library of NANOBODY
sequences; and

b) screening said set, collection or library of NANOBODY
sequences for NANOBODY sequences that can bind to
and/or have affinity for RANK-L;

and

¢) isolating the amino acid sequence(s) that can bind to
and/or have affinity for RANK-L.

In such a method, the set, collection or library of NANO-
BODY sequences may be a naive set, collection or library of
NANOBODY sequences; a synthetic or semi-synthetic set,
collection or library of NANOBODY sequences; and/or a
set, collection or library of NANOBODY sequences that
have been subjected to affinity maturation.

In a preferred aspect of this method, the set, collection or
library of NANOBODY sequences may be an immune set,
collection or library of NANOBODY sequences, and in
particular an immune set, collection or library of V,,
sequences, that have been derived from a species of Camelid
that has been suitably immunized with RANK-L or with a
suitable antigenic determinant based thereon or derived
therefrom, such as an antigenic part, fragment, region,
domain, loop or other epitope thereof. In one particular
aspect, said antigenic determinant may be an extracellular
part, region, domain, loop or other extracellular epitope(s).

In the above methods, the set, collection or library of
NANOBODY or V,;; sequences may be displayed on a
phage, phagemid, ribosome or suitable micro-organism
(such as yeast), such as to facilitate screening. Suitable
methods, techniques and host organisms for displaying and
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screening (a set, collection or library of) NANOBODY

sequences will be clear to the person skilled in the art, for

example on the basis of the further disclosure herein. Ref-
erence is also made to WO 03/054016 and to the review by

Hoogenboom in Nature Biotechnology, 23, 9, 1105-1116

(2005).

In another aspect, the method for generating NANO-
BODY sequences comprises at least the steps of:

a) providing a collection or sample of cells derived from a
species of Camelid that express immunoglobulin
sequences;

b) screening said collection or sample of cells for (i) cells
that express an immunoglobulin sequence that can bind to
and/or have affinity for RANK-L; and (ii) cells that
express heavy chain antibodies, in which substeps (i) and
(ii) can be performed essentially as a single screening step
or in any suitable order as two separate screening steps, sO
as to provide at least one cell that expresses a heavy chain
antibody that can bind to and/or has affinity for RANK-L;

and

c) either (i) isolating from said cell the V,, sequence present
in said heavy chain antibody; or (ii) isolating from said
cell a nucleic acid sequence that encodes the V.
sequence present in said heavy chain antibody, followed
by expressing said V;; domain.

In the method according to this aspect, the collection or
sample of cells may for example be a collection or sample
of B-cells. Also, in this method, the sample of cells may be
derived from a Camelid that has been suitably immunized
with RANK-L or a suitable antigenic determinant based
thereon or derived therefrom, such as an antigenic part,
fragment, region, domain, loop or other epitope thereof. In
one particular aspect, said antigenic determinant may be an
extracellular part, region, domain, loop or other extracellular
epitope(s).

The above method may be performed in any suitable
manner, as will be clear to the skilled person. Reference is
for example made to EP 0 542 810, WO 05/19824, WO
04/051268 and WO 04/106377. The screening of step b) is
preferably performed using a flow cytometry technique such
as FACS. For this, reference is for example made to Lieby
et al., Blood, Vol. 97, No. 12, 3820. Particular reference is
made to the so-called “Nanoclone™” technique described in
International application WO 06/079372 by Ablynx N.V.

In another aspect, the method for generating an amino
acid sequence directed against RANK-[. may comprise at
least the steps of:

a) providing a set, collection or library of nucleic acid
sequences encoding heavy chain antibodies or NANO-
BODY sequences;

b) screening said set, collection or library of nucleic acid
sequences for nucleic acid sequences that encode a heavy
chain antibody or a NANOBODY sequence that can bind
to and/or has affinity for RANK-L;

and

¢) isolating said nucleic acid sequence, followed by express-
ing the V,,;, sequence present in said heavy chain anti-
body or by expressing said NANOBODY sequence,
respectively.

In such a method, the set, collection or library of nucleic
acid sequences encoding heavy chain antibodies or NANO-
BODY sequences may for example be a set, collection or
library of nucleic acid sequences encoding a naive set,
collection or library of heavy chain antibodies or Vi
sequences; a set, collection or library of nucleic acid
sequences encoding a synthetic or semi-synthetic set, col-
lection or library of NANOBODY sequences; and/or a set,
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collection or library of nucleic acid sequences encoding a
set, collection or library of NANOBODY sequences that
have been subjected to affinity maturation.

In a preferred aspect of this method, the set, collection or
library of amino acid sequences may be an immune set,
collection or library of nucleic acid sequences encoding
heavy chain antibodies or V, sequences derived from a
Camelid that has been suitably immunized with RANK-I, or
with a suitable antigenic determinant based thereon or
derived therefrom, such as an antigenic part, fragment,
region, domain, loop or other epitope thereof. In one par-
ticular aspect, said antigenic determinant may be an extra-
cellular part, region, domain, loop or other extracellular
epitope(s).

In the above methods, the set, collection or library of
nucleotide sequences may be displayed on a phage,
phagemid, ribosome or suitable micro-organism (such as
yeast), such as to facilitate screening. Suitable methods,
techniques and host organisms for displaying and screening
(a set, collection or library of) nucleotide sequences encod-
ing amino acid sequences will be clear to the person skilled
in the art, for example on the basis of the further disclosure
herein. Reference is also made to WO 03/054016 and to the
review by Hoogenboom in Nature Biotechnology, 23, 9,
1105-1116 (2005).

As will be clear to the skilled person, the screening step
of the methods described herein can also be performed as a
selection step. Accordingly the term “screening” as used in
the present description can comprise selection, screening or
any suitable combination of selection and/or screening tech-
niques. Also, when a set, collection or library of sequences
is used, it may contain any suitable number of sequences,
such as 1, 2, 3 or about 5, 10, 50, 100, 500, 1000, 5000, 10%,
10°, 105, 107, 10® or more sequences.

Also, one or more or all of the sequences in the above set,
collection or library of amino acid sequences may be
obtained or defined by rational, or semi-empirical
approaches such as computer modelling techniques or bio-
statics or datamining techniques.

Furthermore, such a set, collection or library can comprise
one, two or more sequences that are variants from one
another (e.g. with designed point mutations or with random-
ized positions), compromise multiple sequences derived
from a diverse set of naturally diversified sequences (e.g. an
immune library)), or any other source of diverse sequences
(as described for example in Hoogenboom et al, Nat Bio-
technol 23:1105, 2005 and Binz et al, Nat Biotechnol 2005,
23:1247). Such set, collection or library of sequences can be
displayed on the surface of a phage particle, a ribosome, a
bacterium, a yeast cell, a mammalian cell, and linked to the
nucleotide sequence encoding the amino acid sequence
within these carriers. This makes such set, collection or
library amenable to selection procedures to isolate the
desired amino acid sequences of the invention. More gen-
erally, when a sequence is displayed on a suitable host or
host cell, it is also possible (and customary) to first isolate
from said host or host cell a nucleotide sequence that
encodes the desired sequence, and then to obtain the desired
sequence by suitably expressing said nucleotide sequence in
a suitable host organism. Again, this can be performed in any
suitable manner known per se, as will be clear to the skilled
person.

Yet another technique for obtaining V,,; sequences or
NANOBODY sequences directed against RANK-L involves
suitably immunizing a transgenic mammal that is capable of
expressing heavy chain antibodies (i.e. so as to raise an
immune response and/or heavy chain antibodies directed
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against RANK-L), obtaining a suitable biological sample
from said transgenic mammal that contains (nucleic acid
sequences encoding) said V,; sequences or NANOBODY
sequences (such as a blood sample, serum sample or sample
of B-cells), and then generating V,,, sequences directed
against RANK-L,, starting from said sample, using any
suitable technique known per se (such as any of the methods
described herein or a hybridoma technique). For example,
for this purpose, the heavy chain antibody-expressing mice
and the further methods and techniques described in WO
02/085945, WO 04/049794 and WO 06/008548 and Jans-
sens et al., Proc. Natl. Acad. Sci. USA. 2006 Oct. 10;
103(41):15130-5 can be used. For example, such heavy
chain antibody expressing mice can express heavy chain
antibodies with any suitable (single) variable domain, such
as (single) variable domains from natural sources (e.g.
human (single) variable domains, Camelid (single) variable
domains or shark (single) variable domains), as well as for
example synthetic or semi-synthetic (single) variable
domains.

The invention also relates to the V,,, sequences or
NANOBODY sequences that are obtained by the above
methods, or alternatively by a method that comprises the one
of the above methods and in addition at least the steps of
determining the nucleotide sequence or amino acid sequence
of said V; sequence or NANOBODY sequence; and of
expressing or synthesizing said V,,, sequence or NANO-
BODY sequence in a manner known per se, such as by
expression in a suitable host cell or host organism or by
chemical synthesis.

As mentioned herein, a particularly preferred class of
NANOBODIES of the invention comprises NANOBODIES
with an amino acid sequence that corresponds to the amino
acid sequence of a naturally occurring V,;, domain, but that
has been “humanized”, i.e. by replacing one or more amino
acid residues in the amino acid sequence of said naturally
occurring V., sequence (and in particular in the framework
sequences) by one or more of the amino acid residues that
occur at the corresponding position(s) in a V, domain from
a conventional 4-chain antibody from a human being (e.g.
indicated above). This can be performed in a manner known
per se, which will be clear to the skilled person, for example
on the basis of the further description herein and the prior art
on humanization referred to herein. Again, it should be noted
that such humanized NANOBODIES of the invention can be
obtained in any suitable manner known per se (i.e. as
indicated under points (1)-(8) above) and thus are not strictly
limited to polypeptides that have been obtained using a
polypeptide that comprises a naturally occurring Vi,
domain as a starting material.

Another particularly preferred class of NANOBODIES of
the invention comprises NANOBODIES with an amino acid
sequence that corresponds to the amino acid sequence of a
naturally occurring V,; domain, but that has been “camel-
ized”, i.e. by replacing one or more amino acid residues in
the amino acid sequence of a naturally occurring V,, domain
from a conventional 4-chain antibody by one or more of the
amino acid residues that occur at the corresponding
position(s) in a V;; domain of a heavy chain antibody. This
can be performed in a manner known per se, which will be
clear to the skilled person, for example on the basis of the
further description herein. Such “camelizing” substitutions
are preferably inserted at amino acid positions that form
and/or are present at the V-V, interface, and/or at the
so-called Camelidae hallmark residues, as defined herein
(see for example WO 94/04678 and Davies and Riechmann
(1994 and 1996), supra). Preferably, the V,, sequence that is
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used as a starting material or starting point for generating or
designing the camelized NANOBODY is preferably a V,
sequence from a mammal, more preferably the V, sequence
of a human being, such as a V3 sequence. However, it
should be noted that such camelized NANOBODIES of the
invention can be obtained in any suitable manner known per
se (i.e. as indicated under points (1)-(8) above) and thus are
not strictly limited to polypeptides that have been obtained
using a polypeptide that comprises a naturally occurring V,,
domain as a starting material.

For example, again as further described herein, both
“humanization” and “camelization” can be performed by
providing a nucleotide sequence that encodes a naturally
occurring V,, domain or V,, domain, respectively, and then
changing, in a manner known per se, one or more codons in
said nucleotide sequence in such a way that the new nucleo-
tide sequence encodes a “humanized” or “camelized”
NANOBODY of the invention, respectively. This nucleic
acid can then be expressed in a manner known per se, so as
to provide the desired NANOBODY of the invention. Alter-
natively, based on the amino acid sequence of a naturally
occurring V,,; domain or V, domain, respectively, the
amino acid sequence of the desired humanized or camelized
NANOBODY of the invention, respectively, can be
designed and then synthesized de novo using techniques for
peptide synthesis known per se. Also, based on the amino
acid sequence or nucleotide sequence of a naturally occur-
ring V,,;, domain or V,, domain, respectively, a nucleotide
sequence encoding the desired humanized or camelized
NANOBODY of the invention, respectively, can be
designed and then synthesized de novo using techniques for
nucleic acid synthesis known per se, after which the nucleic
acid thus obtained can be expressed in a manner known per
se, so as to provide the desired NANOBODY of the inven-
tion.

Other suitable methods and techniques for obtaining the
NANOBODIES of the invention and/or nucleic acids encod-
ing the same, starting from naturally occurring V, sequences
or preferably V,;; sequences, will be clear from the skilled
person, and may for example comprise combining one or
more parts of one or more naturally occurring V; sequences
(such as one or more FR sequences and/or CDR sequences),
one or more parts of one or more naturally occurring V
sequences (such as one or more FR sequences or CDR
sequences), and/or one or more synthetic or semi-synthetic
sequences, in a suitable manner, so as to provide a NANO-
BODY of the invention or a nucleotide sequence or nucleic
acid encoding the same (which may then be suitably
expressed). Nucleotide sequences encoding framework
sequences of V., sequences or NANOBODIES will be
clear to the skilled person based on the disclosure herein
and/or the further prior art cited herein (and/or may alter-
natively be obtained by PCR starting from the nucleotide
sequences obtained using the methods described herein) and
may be suitably combined with nucleotide sequences that
encode the desired CDR’s (for example, by PCR assembly
using overlapping primers), so as to provide a nucleic acid
encoding a NANOBODY of the invention.

As mentioned herein, NANOBODIES may in particular
be characterized by the presence of one or more “Hallmark
residues” (as described herein) in one or more of the
framework sequences.

Thus, according to one preferred, but non-limiting aspect
of the invention, a NANOBODY in its broadest sense can be
generally defined as a polypeptide comprising:

a) an amino acid sequence that is comprised of four frame-
work regions/sequences interrupted by three complemen-
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tarity determining regions/sequences, in which the amino
acid residue at position 108 according to the Kabat
numbering is Q;

and/or:

b) an amino acid sequence that is comprised of four frame-
work regions/sequences interrupted by three complemen-
tarity determining regions/sequences, in which the amino
acid residue at position 45 according to the Kabat num-
bering is a charged amino acid (as defined herein) or a
cysteine residue, and position 44 is preferably an E;

and/or:

¢) an amino acid sequence that is comprised of four frame-
work regions/sequences interrupted by three complemen-
tarity determining regions/sequences, in which the amino
acid residue at position 103 according to the Kabat
numbering is chosen from the group consisting of P, R and
S, and is in particular chosen from the group consisting of
R and S.

Thus, in a first preferred, but non-limiting aspect, a

NANOBODY of the invention may have the structure
FR1-CDR1-FR2-CDR2-FR3-CDR3-FR4

in which FR1 to FR4 refer to framework regions 1 to 4,

respectively, and in which CDR1 to CDR3 refer to the

complementarity determining regions 1 to 3, respectively,
and in which

a) the amino acid residue at position 108 according to the
Kabat numbering is Q; and/or in which:

b) the amino acid residue at position 45 according to the
Kabat numbering is a charged amino acid or a cysteine
and the amino acid residue at position 44 according to the
Kabat numbering is preferably E;

and/or in which:

¢) the amino acid residue at position 103 according to the
Kabat numbering is chosen from the group consisting of
P, R and S, and is in particular chosen from the group
consisting of R and S;

and in which:

d) CDR1, CDR2 and CDR3 are as defined herein, and are
preferably as defined according to one of the preferred
aspects herein, and are more preferably as defined accord-
ing to one of the more preferred aspects herein.

In particular, a NANOBODY in its broadest sense can be
generally defined as a polypeptide comprising:

a) an amino acid sequence that is comprised of four frame-
work regions/sequences interrupted by three complemen-
tarity determining regions/sequences, in which the amino
acid residue at position 108 according to the Kabat
numbering is Q;

and/or:

b) an amino acid sequence that is comprised of four frame-
work regions/sequences interrupted by three complemen-
tarity determining regions/sequences, in which the amino
acid residue at position 44 according to the Kabat num-
bering is E and in which the amino acid residue at position
45 according to the Kabat numbering is an R;

and/or:

¢) an amino acid sequence that is comprised of four frame-
work regions/sequences interrupted by three complemen-
tarity determining regions/sequences, in which the amino
acid residue at position 103 according to the Kabat
numbering is chosen from the group consisting of P, R and
S, and is in particular chosen from the group consisting of
R and S.

Thus, according to a preferred, but non-limiting aspect, a

NANOBODY of the invention may have the structure
FR1-CDR1-FR2-CDR2-FR3-CDR3-FR4
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in which FR1 to FR4 refer to framework regions 1 to 4,

respectively, and in which CDR1 to CDR3 refer to the

complementarity determining regions 1 to 3, respectively,
and in which

a) the amino acid residue at position 108 according to the
Kabat numbering is Q;

and/or in which:

b) the amino acid residue at position 44 according to the
Kabat numbering is E and in which the amino acid residue
at position 45 according to the Kabat numbering is an R;

and/or in which:

¢) the amino acid residue at position 103 according to the
Kabat numbering is chosen from the group consisting of
P, R and S, and is in particular chosen from the group
consisting of R and S;

and in which:

d) CDR1, CDR2 and CDR3 are as defined herein, and are
preferably as defined according to one of the preferred
aspects herein, and are more preferably as defined accord-
ing to one of the more preferred aspects herein.

In particular, a NANOBODY against RANK-L according
to the invention may have the structure:

FR1-CDRI1-FR2-CDR2-FR3-CDR3-FR4
in which FR1 to FR4 refer to framework regions 1 to 4,
respectively, and in which CDR1 to CDR3 refer to the
complementarity determining regions 1 to 3, respectively,
and in which
a) the amino acid residue at position 108 according to the

Kabat numbering is Q;
and/or in which:

b) the amino acid residue at position 44 according to the
Kabat numbering is E and in which the amino acid residue
at position 45 according to the Kabat numbering is an R;

and/or in which:

¢) the amino acid residue at position 103 according to the
Kabat numbering is chosen from the group consisting of
P, R and S, and is in particular chosen from the group
consisting of R and S;

and in which:

d) CDR1, CDR2 and CDR3 are as defined herein, and are
preferably as defined according to one of the preferred
aspects herein, and are more preferably as defined accord-
ing to one of the more preferred aspects herein.

In particular, according to one preferred, but non-limiting
aspect of the invention, a NANOBODY can generally be
defined as a polypeptide comprising an amino acid sequence
that is comprised of four framework regions/sequences
interrupted by three complementarity determining regions/
sequences, in which;

a-1) the amino acid residue at position 44 according to the
Kabat numbering is chosen from the group consisting of
A, G, E D, G,Q,R, S, L; and is preferably chosen from
the group consisting of G, E or Q; and

a-2) the amino acid residue at position 45 according to the
Kabat numbering is chosen from the group consisting of
L, R or C; and is preferably chosen from the group
consisting of L or R; and

a-3) the amino acid residue at position 103 according to the
Kabat numbering is chosen from the group consisting of
W, R or S; and is preferably W or R, and is most
preferably W;

a-4) the amino acid residue at position 108 according to the
Kabat numbering is Q; or in which:

b-1) the amino acid residue at position 44 according to the
Kabat numbering is chosen from the group consisting of
E and Q; and
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b-2) the amino acid residue at position 45 according to the
Kabat numbering is R; and

b-3) the amino acid residue at position 103 according to the
Kabat numbering is chosen from the group consisting of
W, R and S; and is preferably W;

b-4) the amino acid residue at position 108 according to the
Kabat numbering is chosen from the group consisting of
Q and L; and is preferably Q;

or in which:

c-1) the amino acid residue at position 44 according to the
Kabat numbering is chosen from the group consisting of
A, G,E, D, Q, R, S and L; and is preferably chosen from
the group consisting of G, E and Q; and

c-2) the amino acid residue at position 45 according to the
Kabat numbering is chosen from the group consisting of
L, R and C; and is preferably chosen from the group
consisting of L. and R; and

¢-3) the amino acid residue at position 103 according to the
Kabat numbering is chosen from the group consisting of
P, R and S; and is in particular chosen from the group
consisting of R and S; and

c-4) the amino acid residue at position 108 according to the
Kabat numbering is chosen from the group consisting of
Q and L; is preferably Q;

and in which

d) CDR1, CDR2 and CDR3 are as defined herein, and are
preferably as defined according to one of the preferred
aspects herein, and are more preferably as defined accord-
ing to one of the more preferred aspects herein.

Thus, in another preferred, but non-limiting aspect, a

NANOBODY of the invention may have the structure
FR1-CDR1-FR2-CDR2-FR3-CDR3-FR4

in which FR1 to FR4 refer to framework regions 1 to 4,

respectively, and in which CDR1 to CDR3 refer to the

complementarity determining regions 1 to 3, respectively,
and in which:

a-1) the amino acid residue at position 44 according to the
Kabat numbering is chosen from the group consisting of
A, G E,D,G,Q,R, S, L; and is preferably chosen from
the group consisting of G, E or Q;

and in which:

a-2) the amino acid residue at position 45 according to the
Kabat numbering is chosen from the group consisting of
L, R or C; and is preferably chosen from the group
consisting of L or R;

and in which:

a-3) the amino acid residue at position 103 according to the
Kabat numbering is chosen from the group consisting of
W, R or S; and is preferably W or R, and is most
preferably W;

and in which

a-4) the amino acid residue at position 108 according to the
Kabat numbering is Q;

and in which:

d) CDR1, CDR2 and CDR3 are as defined herein, and are
preferably as defined according to one of the preferred
aspects herein, and are more preferably as defined accord-
ing to one of the more preferred aspects herein.

In another preferred, but non-limiting aspect, a NANO-

BODY of the invention may have the structure
FR1-CDR1-FR2-CDR2-FR3-CDR3-FR4

in which FR1 to FR4 refer to framework regions 1 to 4,

respectively, and in which CDR1 to CDR3 refer to the

complementarity determining regions 1 to 3, respectively,
and in which:
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b-1) the amino acid residue at position 44 according to the
Kabat numbering is chosen from the group consisting of
E and Q;

and in which:

b-2) the amino acid residue at position 45 according to the
Kabat numbering is R;

and in which:

b-3) the amino acid residue at position 103 according to the
Kabat numbering is chosen from the group consisting of
W, R and S; and is preferably W;

and in which:

b-4) the amino acid residue at position 108 according to the
Kabat numbering is chosen from the group consisting of
Q and L; and is preferably Q;

and in which:

d) CDR1, CDR2 and CDR3 are as defined herein, and are
preferably as defined according to one of the preferred
aspects herein, and are more preferably as defined accord-
ing to one of the more preferred aspects herein.

In another preferred, but non-limiting aspect, a NANO-
BODY of the invention may have the structure

FR1-CDRI1-FR2-CDR2-FR3-CDR3-FR4
in which FR1 to FR4 refer to framework regions 1 to 4,
respectively, and in which CDR1 to CDR3 refer to the
complementarity determining regions 1 to 3, respectively,
and in which:

c-1) the amino acid residue at position 44 according to the
Kabat numbering is chosen from the group consisting of
A, G,E, D, Q, R, S and L; and is preferably chosen from
the group consisting of G, E and Q;

and in which:

c-2) the amino acid residue at position 45 according to the
Kabat numbering is chosen from the group consisting of
L, R and C; and is preferably chosen from the group
consisting of [L and R;

and in which:

¢-3) the amino acid residue at position 103 according to the
Kabat numbering is chosen from the group consisting of
P, R and S; and is in particular chosen from the group
consisting of R and S;

and in which:

c-4) the amino acid residue at position 108 according to the
Kabat numbering is chosen from the group consisting of
Q and L; is preferably Q;

and in which:

d) CDR1, CDR2 and CDR3 are as defined herein, and are
preferably as defined according to one of the preferred
aspects herein, and are more preferably as defined accord-
ing to one of the more preferred aspects herein.

Two particularly preferred, but non-limiting groups of the
NANOBODIES of the invention are those according to a)
above; according to (a-1) to (a-4) above; according to b)
above; according to (b-1) to (b-4) above; according to (c)
above; and/or according to (c-1) to (c-4) above, in which
either:

1) the amino acid residues at positions 44-47 according to the
Kabat numbering form the sequence GLEW (SEQ ID
NO: 817) (or a GLEW-like sequence as described herein)
and the amino acid residue at position 108 is Q;

or in which:

i) the amino acid residues at positions 43-46 according to
the Kabat numbering form the sequence KERE (SEQ ID
NO: 818) or KQRE (SEQ ID NO: 819) (or a KERE-like
sequence as described) and the amino acid residue at
position 108 is Q or L, and is preferably Q.
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Thus, in another preferred, but non-limiting aspect, a
NANOBODY of the invention may have the structure

FR1-CDR1-FR2-CDR2-FR3-CDR3-FR4
in which FR1 to FR4 refer to framework regions 1 to 4,
respectively, and in which CDR1 to CDR3 refer to the
complementarity determining regions 1 to 3, respectively,
and in which:

1) the amino acid residues at positions 44-47 according to the
Kabat numbering form the sequence GLEW (SEQ ID
NO: 817) (or a GLEW-like sequence as defined herein)
and the amino acid residue at position 108 is Q;

and in which:

ii) CDR1, CDR2 and CDR3 are as defined herein, and are
preferably as defined according to one of the preferred
aspects herein, and are more preferably as defined accord-
ing to one of the more preferred aspects herein.

In another preferred, but non-limiting aspect, a NANO-
BODY of the invention may have the structure

FR1-CDR1-FR2-CDR2-FR3-CDR3-FR4
in which FR1 to FR4 refer to framework regions 1 to 4,
respectively, and in which CDR1 to CDR3 refer to the
complementarity determining regions 1 to 3, respectively,
and in which:

1) the amino acid residues at positions 43-46 according to the
Kabat numbering form the sequence KERE (SEQ ID NO:
818) or KQRE (SEQ ID NO: 819) (or a KERE-like
sequence) and the amino acid residue at position 108 is Q
or L, and is preferably Q;

and in which:

ii) CDR1, CDR2 and CDR3 are as defined herein, and are
preferably as defined according to one of the preferred
aspects herein, and are more preferably as defined accord-
ing to one of the more preferred aspects herein.

In the NANOBODIES of the invention in which the
amino acid residues at positions 43-46 according to the
Kabat numbering form the sequence KERE (SEQ ID NO:
818) or KQRE (SEQ ID NO: 819), the amino acid residue
at position 37 is most preferably F. In the NANOBODIES of
the invention in which the amino acid residues at positions
44-47 according to the Kabat numbering form the sequence
GLEW (SEQ ID NO: 817), the amino acid residue at
position 37 is chosen from the group consisting of Y, H, I,
L, Vor F, and is most preferably V.

Thus, without being limited hereto in any way, on the
basis of the amino acid residues present on the positions
mentioned above, the NANOBODIES of the invention can
generally be classified on the basis of the following three
groups:

1) The “GLEW-group”: NANOBODIES with the amino acid
sequence GLEW (SEQ ID NO: 817) at positions 44-47
according to the Kabat numbering and Q at position 108
according to the Kabat numbering. As further described
herein, NANOBODIES within this group usually have a
V at position 37, and can have a W, P, R or S at position
103, and preferably have a W at position 103. The
GLEW-group also comprises some GLEW-like sequences
such as those mentioned in Table A-3 below. More
generally, and without limitation, NANOBODIES
belonging to the GLEW-group can be defined as NANO-
BODIES with a G at position 44 and/or with a W at
position 47, in which position 46 is usually E and in which
preferably position 45 is not a charged amino acid residue
and not cysteine;

i) The “KERE-group”: NANOBODIES with the amino acid
sequence KERE (SEQ ID NO: 818) or KQRE (SEQ ID
NO: 819) (or another KERE-like sequence) at positions
43-46 according to the Kabat numbering and Q or L at
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position 108 according to the Kabat numbering. As fur-
ther described herein, NANOBODIES within this group
usually have a F at position 37, an L or F at position 47;
and canhave a W, P, R or S at position 103, and preferably
have a W at position 103. More generally, and without
limitation, NANOBODIES belonging to the KERE-group
can be defined as NANOBODIES with a K, Q or R at
position 44 (usually K) in which position 45 is a charged
amino acid residue or cysteine, and position 47 is as
further defined herein;

iii) The “103 P, R, S-group”: NANOBODIES with a P, R or
S at position 103. These NANOBODIES can have either
the amino acid sequence GLEW (SEQ ID NO: 817) at
positions 44-47 according to the Kabat numbering or the
amino acid sequence KERE (SEQ ID NO: 818) or KQRE
(SEQ ID NO: 819) at positions 43-46 according to the
Kabat numbering, the latter most preferably in combina-
tion with an F at position 37 and an L. or an F at position
47 (as defined for the KERE-group); and can have Q or L
at position 108 according to the Kabat numbering, and
preferably have Q.

Also, where appropriate, NANOBODIES may belong to
(i.e. have characteristics of) two or more of these classes.
For example, one specifically preferred group of NANO-
BODIES has GLEW (SEQ ID NO: 817) or a GLEW-like
sequence at positions 44-47; P, R or S (and in particular R)
at position 103; and Q at position 108 (which may be
humanized to L).

More generally, it should be noted that the definitions
referred to above describe and apply to NANOBODIES in
the form of a native (i.e. non-humanized) V ; sequence, and
that humanized variants of these NANOBODIES may con-
tain other amino acid residues than those indicated above
(i.e. one or more humanizing substitutions as defined
herein). For example, and without limitation, in some
humanized NANOBODIES of the GLEW-group or the 103
P, R, S-group, Q at position 108 may be humanized to 108L.
As already mentioned herein, other humanizing substitu-
tions (and suitable combinations thereof) will become clear
to the skilled person based on the disclosure herein. In
addition, or alternatively, other potentially useful humaniz-
ing substitutions can be ascertained by comparing the
sequence of the framework regions of a naturally occurring
V zzr sequence with the corresponding framework sequence
of one or more closely related human V sequences, after
which one or more of the potentially useful humanizing
substitutions (or combinations thereof) thus determined can
be introduced into said V ;; sequence (in any manner known
per se, as further described herein) and the resulting human-
ized V ;; sequences can be tested for affinity for the target,
for stability, for ease and level of expression, and/or for other
desired properties. In this way, by means of a limited degree
of'trial and error, other suitable humanizing substitutions (or
suitable combinations thereof) can be determined by the
skilled person based on the disclosure herein. Also, based on
the foregoing, (the framework regions of) a NANOBODY
may be partially humanized or fully humanized.

Thus, in another preferred, but non-limiting aspect, a
NANOBODY of the invention may be a NANOBODY
belonging to the GLEW-group (as defined herein), and in
which CDR1, CDR2 and CDR3 are as defined herein, and
are preferably as defined according to one of the preferred
aspects herein, and are more preferably as defined according
to one of the more preferred aspects herein.

In another preferred, but non-limiting aspect, a NANO-
BODY of the invention may be a NANOBODY belonging
to the KERE-group (as defined herein), and CDR1, CDR2
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and CDR3 are as defined herein, and are preferably as
defined according to one of the preferred aspects herein, and
are more preferably as defined according to one of the more
preferred aspects herein.

Thus, in another preferred, but non-limiting aspect, a
NANOBODY of the invention may be a NANOBODY
belonging to the 103 P, R, S-group (as defined herein), and
in which CDR1, CDR2 and CDR3 are as defined herein, and
are preferably as defined according to one of the preferred
aspects herein, and are more preferably as defined according
to one of the more preferred aspects herein.

Also, more generally and in addition to the 108Q, 43E/
44R and 103 P, R, S residues mentioned above, the NANO-
BODIES of the invention can contain, at one or more
positions that in a conventional V,, domain would form (part
of) the V,/V; interface, one or more amino acid residues
that are more highly charged than the amino acid residues
that naturally occur at the same position(s) in the corre-
sponding naturally occurring V; sequence, and in particular
one or more charged amino acid residues (as mentioned in
Table A-2). Such substitutions include, but are not limited to,
the GLEW-like sequences mentioned in Table A-3 below; as
well as the substitutions that are described in the Interna-
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to naturally occurring V ;,; domains) or R (for “humanized”
NANOBODIES, as described herein). The amino acid resi-
due at position 84 is chosen from the group consisting of P,
A, R, S, DT, and V in one aspect, and is most preferably P
(for NANOBODIES corresponding to naturally occurring
V gz domains) or R (for “humanized” NANOBODIES, as
described herein).

Furthermore, in one aspect of the NANOBODIES of the
invention, the amino acid residue at position 104 is chosen
from the group consisting of G and D; and is most preferably

Collectively, the amino acid residues at positions 11, 37,
44, 45, 47, 83, 84, 103, 104 and 108, which in the NANO-
BODIES are as mentioned above, will also be referred to

13 herein as the “Hallmark Residues”. The Hallmark Residues

and the amino acid residues at the corresponding positions
of the most closely related human V, domain, V.3, are
summarized in Table A-3.

Some especially preferred but non-limiting combinations
of these Hallmark Residues as occur in naturally occurring
V z7zr domains are mentioned in Table A-4. For comparison,
the corresponding amino acid residues of the human V3
called DP-47 have been indicated in italics.

TABLE A-3

Hallmark Residues in NANOBODIES

Position

Human V3 Hallmark Residues

11
37
24®

45®
47®
83
84
103

104
108

L, V; predominantly L L, M, S, V, W; preferably L
V, 1, F; usually V FYY, H, I, L or V, preferably FV or Y
G G2, E® A, D,Q,R,S,L;

preferably G(z) E® or Q;

most preferably G2 or E®,

L L@ R®, C, 1, L, P, Q,V; preferably L
or R(3)
W, Y W LD or FO A, G, I, M, R, S, Vor

Y; preferably W@, LY, FD or R

R, K® N,E® G, I,M, QorT;
preferably K or R; most preferably K
A, T, D; predominantly A PO, A L, R, S, T, D, V; preferably P
W WO, PO RO S; preferably W

G G or D; preferably G

L, M or T; predominantly L.~ Q, L‘” or R; preferably Q or L

R or K; usually R

Notes:

M1 particular, but not exclusively, in combination with KERE or KQRE at positions 43-46.
(2>Usually as GLEW at positions 44-47.

®Usually as KERE or KQRE at positions 43-46, e.g. as KEREL, KEREF, KQREL, KQREF or KEREG at
positions 43-47. Alternatively, also sequences such as TERE (for example TEREL), KECE (for example
KECEL or KECER), RERE (for example REREG), QERE (for example QEREG), KGRE (for example
KGREG), KDRE (for example KDREV) are possible. Some other possible, but less preferred sequences
include for example DECKL and NVCEL

®With both GLEW at positions 44-47 and KERE or KQRE at positions 43-46.

®Often as KP or EP at positions 83-84 of naturally occurring Vi domains.

®1 particular, but not exclusively, in combination with GLEW at positions 44-47.

(Dwith the proviso that when positions 44-47 are GLEW, position 108 is always Q in (non-humanized) Vg
sequences that also contain a W at position 103.

The GLEW group also contains GLEW-like sequences at positions 44-47, such as for example GVEW,
EPEW, GLER, DQEW, DLEW, GIEW, ELEW, GPEW, EWLP, GPER, GLER and ELEW.

tlonal Application WO 00/29004 for so-called “microbod-

, e.g. 50 as to obtain a NANOBODY with Q at position
108 in combination with KLEW (SEQ ID NO: 850) at
positions 44-47. Other possible substitutions at these posi-

55 TABLE A-4

Some preferred but non-limiting combinations of Hallmark
Residues in naturally occurring NANOBODIES.

tions will be clear to the skilled person based upon the 11 37 44 45 47 83 84 103 104 108
disclosure herein. . . 60 DP-47 (uman) M V G L W R A W G L
In one aspect of the NANOBODIES of the invention, the “KERE*grop L F E R L K P W G Q
amino acid residue at position 83 is chosen from the group L F E R F E P W G Q
consisting of L, M, S, V and W; and is preferably L. i f{ g E i E i g g 8
Also, in one aspect of the NANOBODIES of the inven- L F LRV K TP Q G Q
tion, the amino acid residue at position 83 is chosen from the 65 L F QR L KZP W G Q
group consisting of R, K, N, E, G, I, T and Q; and is most L F E R F K P W G Q

preferably either K or E (for NANOBODIES corresponding
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TABLE A-4-continued

Some preferred but non-limiting combinations of Hallmark
Residues in naturally occurring NANOBODIES.

11 37 44 45 47 83 84 103 104 108
“GLEW’grop L V G L W K S W G Q
MV G L WZXUP R G Q

For humanization of these combinations, reference is made to the specification.

In the NANOBODIES, each amino acid residue at any
other position than the Hallmark Residues can be any amino
acid residue that naturally occurs at the corresponding
position (according to the Kabat numbering) of a naturally
occurring V,,,, domain.

Such amino acid residues will be clear to the skilled
person. Tables A-5 to A-8 mention some non-limiting resi-
dues that can be present at each position (according to the
Kabat numbering) of the FR1, FR2, FR3 and FR4 of

10

15

98

sequences analysed), whereas for residues that form part of
the CDR’s generally values of 1.5 or more are found (data
not shown). Note that (1) the amino acid residues listed in
the second column of Tables A-5-A-8 are based on a bigger
sample than the 1118 V,, sequences that were analysed for
determining the V,; entropy and V ; variability referred to
in the last two columns; and (2) the data represented below
support the hypothesis that the amino acid residues at
positions 27-30 and maybe even also at positions 93 and 94
already form part of the CDR’s (although the invention is
not limited to any specific hypothesis or explanation, and as
mentioned above, herein the numbering according to Kabat
is used). For a general explanation of sequence entropy,
sequence variability and the methodology for determining
the same, see Oliveira et al.,, PROTEINS: Structure, Func-
tion and Genetics, 52: 544-552 (2003).

TABLE A-5

natyrally pccurrjng Ve domains. For each position, the 20 Non-limiting examples of amino acid residues in FR1
amino acid residue that most frequently occurs at each (for the footnotes. see the footnotes to Table A-3)
position of a naturally occurring V ;;; domain (and which is
the most preferred amino acid residue for said position in a Amino acid residue(s): Vur  Vau
NA.NOBQDY). is indicated in ‘pgld; and other prefe.rred Pos. Human V,3 Camelid Vs Ent Var
amino acid residues for each position have been underlined 25
(note: the number of amino acid residues that are found at 1 EQ QA E — =
positions 26-30 of naturally occurring V,; domains sup- ; X X K 8? ;
ports the hypothesis underlying the numbering by Chothia 2 L L 01 1
(supra) that the residues at these positions already form part 5 V,L QELV 0.8 3
of CDR1). 30 6 E E,D,QA 08 4
In Tables A-5-A-8, some of the non-limiting residues that 78T S, F 0.3 2
. . 8 G,R G 0.1 1
can be present at each position of a human V3 domain have 9 G G 0 1
also been mentioned. Again, for each position, the amino 10 GV G,D,R 0.3 5
acid residue that most frequently occurs at each position of 11 Hallmark residue: L, M, S, V, W; preferably L.~ 0.8 2
a naturally occurring human V.3 domain is indicated in 35 12 VvI V., A 0.2 2
bold; and other preferred amino acid residues have been 13 QKR Q. E K, PR 0.4 4
. 4 P A QAGESTV 1 5
underlined. 5 G G 0 1
For reference only, Tables A-5-A-8 also contain data on 6 G.R G.A.E.D 04 3
the V;; entropy (“V iy Ent.”) and Vg, variability (“V,, 7 s s,,g o 0.5 2
Var.”) at each amino acid position for a representative 40 18 L LV 0.1 1
sample of 1118 V,,, sequences (data kindly provided by 19 R,K RKLNST 0.6 4
David Lutje Hulsing and Prof. Theo Verrips of Utrecht ;? IS“ IS“ E;\T/ 8'2 ‘31
University). The values for the V,,; entropy and the V,,, » c 0 1
variability provide a measure for the variability and degree 3 AT A, D,E,PS, T,V 13 5
of conservation of amino acid residues between the 1118 45 24 A A LLS TV 1 6
V zzr sequences analyzed: low values (i.e. <1, such as <0.5) 25 8 S,AFEPRT 0.5 5
indicate that an amino acid residue is highly conserved 26 G GADERSTV 077
between the V., sequences (i.e. little variability). For a7 F SERLPGN, 2313
ar SeqY L 28 T N,T,E,D,S,LR,A, G R EY 17 1
example, the G at position 8 and the G at position 9 have 9 FV E L D.S LG VA Lo 1
values for the V,,, entropy of 0.1 and O respectively, 50 30 8,DG N,S,E, G, A, D,M,T 18 11
indicating that these residues are highly conserved and have —
little variability (and in case of position 9 is G in all 1118
TABLE A-6
Non-limiting examples of amino acid residues in FR2
(for the footnotes, see the footnotes to Table A-3)
Amino acid residue(s): Vi Vam
Pos. Human V3 Camelid Vyz's Ent. Var
36 W w 01 1
37 Hallmark residue: F¥, H, I, L, Y or V, preferably F" or Y 1.1 6
38 R R 02 1
39 Q QHPR 03 2
40 A A FGLPTV 0.9 7
41 P,S, T P,A LS 04 3
2 G G,E 02 2
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TABLE A-6-continued

Non-limiting examples of amino acid residues in FR2
(for the footnotes, see the footnotes to Table A-3)

Amino acid residue(s): Vuum Vg
Pos. Human V3 Camelid Vyz's Ent. Var
43 K K,D,E,N,QR T,V 0.7 6

44 Hallmark residue: G?, E®, A, D, Q, R, S, L; preferably G®, E® or 1.3 5
Q; most preferably G or E®

45 Hallmark residue: L@, R®, C, 1, L, P, Q, V; preferably L® or R® 0.6 4

2

46 E,V E,D,K,Q,V 0.4
47 Hallmark residue: W, LY or FV A, G, L, M, R, S, VorY; 1.9 9
preferably W, LL FD or R
48 V V,LL 0.4 3
49 S, A G A8 G T,V 0.8 3
TABLE A-7
Non-limiting examples of amino acid residues in FR3
(for the footnotes, see the footnotes to Table A-3)

Amino acid residue(s): Vi Vam
Pos. Human V3 Camelid Vs Ent. Var
66 R R 0.1 1
67 F F, L,V 0.1 1
68 T T,A,N, S 0.5 4
69 1 LL MV 0.4 4
70 S S,AFT 0.3 4
71 R R,GHILLKQ,STW 1.2 8
72 D,E D,E, G, N,V 0.5 4
73 N,D,G N,ADFELKLRSTV,Y 1.2 9
74 A, S A,D,G,N,P,S, T,V 1 7
75 K K AEKILNQR 0.9 6
76 N, S N,D,K,R,S, T, Y 0.9 6
77 S, T,1 T,AE, I, M, P, S 0.8 5
78 L, A V,LLAFG LM 1.2 5
79 Y, H Y,A,D,FHN,S, T 1 7
80 L L,FV 0.1 1
81 Q QELLRT 0.6 5
32 M M,LLV 0.2 2
82a N, G N,D,G,H,S, T 0.8 4
82b S S,N,D,G,R, T 1 6
82¢ L L, PV 0.1 2
83 Hallmark residue: R, K, N, E®, G, I, M, Q or T; preferably K or 0.9 7

R; most preferably K

84 Hallmark residue: P, A, D, L, R, S, T, V; preferably P 0.7 6

8 E,G E,D, G, Q 0.5 3

8 D D 0 1

87 T,M T,A, S 0.2 3

88 A A, G, S 0.3 2

89 V,L V,A,D,LL, M,N,R, T 1.4 6

90 Y Y. F 0 1

91 Y, H Y.D,FH L STV 0.6 4

92 C C 0 1

93 A K T AN G HXKNR,STVY 1.4 10

94 K, R, T A V,C,FG LK LR SorT 1.6 9

55
TABLE A-8 TABLE A-8-continued
Non-limiting examples of amino acid residues in FR4 Non-limiting examples of amino acid residues in FR4
(for the footnotes, see the footnotes to Table A-3) (for the footnotes, see the footnotes to Table A-3)
Amino acid residue(s): Vug Vag 60 Amino acid residue(s): Vi Vam

Pos. Human V3 Camelid Vgz's Ent. Var Pos. Human V3 Camelid Vs Ent. Var
103 Hallmark residue: W, P, R®, S; preferably W 04 2 107 T T, AT 03 2
104 Hallmark residue: G or D; preferably G 0.1 1 108  Hallmark residue: Q, L(” or R; preferably Q or L 0.4 3
105 Q, R QE KPR 06 4 65 109 V v 0.1 1
106 G G 0.1 1 110 T T,L A 0.2 1
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TABLE A-8-continued

Non-limiting examples of amino acid residues in FR4
(for the footnotes, see the footnotes to Table A-3)

Amino acid residue(s): Vur Vg

102
i) (preferably) one or more of the amino acid residues at
positions 11, 37, 44, 45, 47, 83, 84, 103, 104 and 108
according to the Kabat numbering are chosen from the
Hallmark residues mentioned in Table A-3 (it being
understood that V., sequences will contain one or more
Hallmark residues; and that partially humanized NANO-

Pos. Human V3 Camelid Viz/'s Ent. Var BODIES will usually, and preferably, [still] contain one or
11 v VAT 0.3 5 more Hallmark residues [although it is also within the
12 s S, F 03 1 scope of the invention to provide—where suitable in
13 s SALET 04 3 10 accordance with the invention—partially humanized
NANOBODIES in which all Hallmark residues, but not
Thus, in another preferred, but not limiting aspect, a one or more of the other amino acid residues, have been
NANOBODY of the invention can be defined as an amino humanized]; and that in fully humanized NANOBODIES,
acid sequence with the (general) structure where suitable in accordance with the invention, all amino
FR1-CDR1-FR2-CDR2-FR3-CDR3-FR4 15 acid residues at the positions of the Hallmark residues will
in which FR1 to FR4 refer to framework regions 1 to 4, be amino acid residues that occur in a human V.3
respectively, and in which CDR1 to CDR3 refer to the sequence. As will be clear to the skilled person based on
complementarity determining regions 1 to 3, respectively, the disclosure herein that such V; sequences, such
and in which: partially humanized NANOBODIES with at least one
1) one or more of the amino acid residues at positions 11,37, 20 Hallmark residue, such partially humanized NANOBOD-
44, 45, 47, 83, 84, 103, 104 and 108 according to the IES without Hallmark residues and such fully humanized
Kabat numbering are chosen from the Hallmark residues NANOBODIES all form aspects of this invention);
mentioned in Table A-3; and in which:
and in which: i) said amino acid sequence has at least 80% amino acid
ii) CDR1, CDR2 and CDR3 are as defined herein, and are 25  identity with at least one of the amino acid sequences of
preferably as defined according to one of the preferred SEQ ID NO’s: 1 to 22, in which for the purposes of
aspects herein, and are more preferably as defined accord- determining the degree of amino acid identity, the amino
ing to one of the more preferred aspects herein. acid residues that form the CDR sequences (indicated
The above NANOBODIES may for example be V,,, with X in the sequences of SEQ ID NO’s: 1 to 22) are
sequences or may be humanized NANOBODIES. When the 30  disregarded;
above NANOBODY sequences are V., sequences, they and in which:
may be suitably humanized, as further described herein. iii) CDR1, CDR2 and CDR3 are as defined herein, and are
When the NANOBODIES are partially humanized NANO- preferably as defined according to one of the preferred
BODIES, they may optionally be further suitably human- aspects herein, and are more preferably as defined accord-
ized, again as described herein. 35 ing to one of the more preferred aspects herein.
In particular, a NANOBODY of the invention can be an The above NANOBODIES may for example be V.,
amino acid sequence with the (general) structure sequences or may be humanized NANOBODIES. When the
FR1-CDR1-FR2-CDR2-FR3-CDR3-FR4 above NANOBODY sequences are V., sequences, they
in which FR1 to FR4 refer to framework regions 1 to 4, may be suitably humanized, as further described herein.
respectively, and in which CDR1 to CDR3 refer to the 40 When the NANOBODIES are partially humanized NANO-
complementarity determining regions 1 to 3, respectively, BODIES, they may optionally be further suitably human-
and in which: ized, again as described herein.
TABLE A-9

Representative amino acid sequences for NANOBODIES of the KERE, GLEW and P, R, S 103 group.
The CDR’s are indicated with XXXXX

EVQLVESGGGLVQPGGSLRLSCAASGI PFSXXXXXWFRQAPGKQRDSVAXXXXXRFTI

SRDNAKNTVYLOMNSLKPEDTAVYRCYFXXXXXWGQGTQVTVSS

QVKLEESGGGLVQAGGSLRLSCVGSGRTFSXXXXXWFRLAPGKEREFVAXXXXXRFTI

SRDTASNRGYLHMNNLTPEDTAVYYCAAXXXXXWGQGTQVTVSS

AVQLVDSGGGLVQAGDSLKLS CALTGGAF TXXXXXWFRQTPGREREFVAXXXXXRFTI

SRDNAKNMVYLRMNSLIPEDAAVYSCAAXXXXXWGQGTLVTVSS

QVQLVESGGGLVEAGGSLRLSCTASESPFRXXXXXWFRQTSGQEREFVAXXXXXRFTI

SRDDAKNTVWLHGS TLKPEDTAVYYCAAXXXXXWGQGTQVTVSS

AVQLVESGGGLVQGGGSLRLACAASER IFDXXXXXWYRQGPGNERELVAXXXXXRFTI

SMDYTKQTVYLHMNSLRPEDTGLYYCKIXXXXXWGQGTQVTVSS

DVKFVESGGGLVQAGGSLRLSCVASGFNFDXXXXXWFRQAPGKEREEVAXXXXXRFT

ISSEKDKNSVYLOMNSLKPEDTALYICAGXXXXXWGRGTQVTVSS

QVRLAESGGGLVQSGGSLRLSCVASGS TY TXXXXXWYRQYPGKQRALVAXXXXXRFT

IARDSTKDTFCLOMNNLKPEDTAVYYCYAXXXXXWGQGTQVTVSS

KERE sequence no. 1 SEQ ID NO: 1
KERE sequence no. 2 SEQ ID NO: 2
KERE sequence no. 3 SEQ ID NO: 3
KERE sequence no. 4 SEQ ID NO: 4
KERE sequence no. 5 SEQ ID NO: 5
KERE sequence no. 6 SEQ ID NO: 6
KERE sequence no. 7 SEQ ID NO: 7
KERE sequence no. 8 SEQ ID NO: 8

EVQLVESGGGLVQAGGSLRLSCAASGF TSDXXXXXWFRQAPGKPREGVSXXXXXRFT

ISTDNAKNTVHLLMNRVNAED TALYYCAVXXXXXWGRGTRVTVSS
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TABLE A-9-continued

Representative amino acid sequences for NANOBODIES of the KERE, GLEW and P, R, S 103 group.
The CDR’s are indicated with XXXXX

KERE sequence no. 9 SEQ ID NO: 9 QVOLVESGGGLVQPGGSLRLSCQASGDI STXXXXXWYRQVPGKLREFVAXXXXXRFTI
SGDNAKRAIYLOMNNLKPDDTAVYYCNRXXXXXWGQGTQVTVSP

KERE sequence no. 10 SEQ ID NO: 10 QVPVVESGGGLVQAGDSLRLFCAVPSFTSTXXXXXWFRQAPGKEREFVAXXXXXRFTI
SRNATKNTLTLRMDSLKPEDTAVYYCAAXXXXXWGQGTQVTVSS

KERE sequence no. 11 SEQ ID NO: 11 EVQLVESGGGLVQAGDSLRLFCTVSGGTASXXXXXWFRQAPGEKREFVAXXXXXRFTI
ARENAGNMVYLQMNNLKPDDTALY TCAAXXXXXWGRGTQVTVSS

KERE sequence no. 12 SEQ ID NO: 12 AVQLVESGGDSVQPGDSQTLSCAASGRTNSXXXXXWFRQAPGKERVFLAXXXXXRFT
ISRDSAKNMMY LOMNNLKPQDTAVYY CAAXXXXXWGQGTQVTVSS

KERE sequence no. 13 SEQ ID NO: 13 AVQLVESGGGLVQAGGSLRLSCVVSGLTSSXXXXXWFRQTPWQERDEFVAXXXXXRFT
ISRDNYKDTVLLEMNFLKPEDTAIYYCAAXXXXXWGQGTQVTVSS

KERE sequence no. 14 SEQ ID NO: 14 AVQLVESGGGLVQAGASLRLSCATSTRTLDXXXXXWFRQAPGRDREFVAXXXXXRFT
VSRDSAENTVALOMNSLKPEDTAVYYCAAXXXXXWGQGTRVTVSS

KERE sequence no. 15 SEQ ID NO: 15 QVQLVESGGGLVQPGGSLRLSCTVSRLTAHXXXXXWFRQAPGKEREAVSXXXXXRFTI
SRDYAGNTAFLOMDSLKPEDTGVYYCATXXXXXWGQGTQVTVSS

KERE sequence no. 16 SEQ ID NO: 16 EVQLVESGGELVQAGGSLKLSCTASGRNFVXXXXXWFRRAPGKEREFVAXXXXXRFT
VSRDNGKNTAYLRMNSLKPEDTADYYCAVXXXXXLGSGTQVTVSS

GLEW sequence no. 1 SEQ ID NO: 17 AVQLVESGGGLVQPGGSLRLSCAASGFTFSXXXXXWVRQAPGKVLEWVSXXXXXRFT
ISRDNAKNTLYLOMNSLKPEDTAVYYCVKXXXXXGSQGTQVTVSS

GLEW sequence no. 2 SEQ ID NO: 18 EVQLVESGGGLVQPGGSLRLSCVCVSSGCTXXXXXWVRQAPGKAEEWVSXXXXXRF
KISRDNAKKTLYLQMNSLGPEDTAMYYCQRXXXXXRGQGTQVTVSS

GLEW sequence no. 3 SEQ ID NO: 19 EVQLVESGGGLALPGGSLTLSCVFSGSTFSXXXXXWVRHTPGKAEEWVSXXXXXRFTI
SRDNAKNTLYLEMNSLSPEDTAMYYCGRXXXXXRSKGIQVTVSS

P, R, S 103 sequence no. 1 SEQ ID NO: 20 AVQLVESGGGLVQAGGSLRLSCAASGRTFSXXXXXWFRQAPGKEREFVAXXXXXRFTI
SRDNAKNTVYLOMNSLKPEDTAVYYCAAXXXXXRGQGTQVTVSS

P, R, S 103 sequence no. 2 SEQ ID NO: 21 DVQLVESGGDLVQPGGSLRLSCAASGFSFDXXXXXWLRQTPGKGLEWVGXXXXXRFT
ISRDNAKNMLYLHLNNLKSEDTAVYYCRRXXXXXLGQGTQVTVSS

P, R, S 103 sequence no. 3 SEQ ID NO: 22 EVQLVESGGGLVQPGGSLRLSCVCVSSGCTXXXXXWVRQAPGKAEEWVSXXXXXRF
KISRDNAKKTLYLQMNSLGPEDTAMYYCQRXXXXXRGQGTQVTVSS

40

In particular, a NANOBODY of the invention of the herein) or a cysteine residue, and position 44 is preferably
KERE group can be an amino acid sequence with the an E;
(general) structure

FR1-CDR1-FR2-CDR2-FR3-CDR3-FR4 and in which:

in which: 45 ii) FR1 is an amino acid sequence that has at least 80%
i) the amino acid residue at position 45 according to the amino acid identity with at least one of the following
Kabat numbering is a charged amino acid (as defined amino acid sequences:
TABLE A-10

Representative FW1l sequences for NANOBODIES of the KERE-group.

KERE FW1l sequence no. 1SEQ ID NO: 23 QVQRVESGGGLVQAGGSLRLSCAASGRTSS
KERE FW1l sequence no. 2SEQ ID NO: 24 QVQLVESGGGLVQTGDSLSLSCSASGRTFS
KERE FW1l sequence no. 3 SEQ ID NO: 25QVKLEESGGGLVQAGDSLRLSCAATGRAFG
KERE FW1l sequence no. 4 SEQ ID NO: 26 AVQLVESGGGLVQPGESLGLSCVASGRDFV
KERE FW1l sequence no. 5SEQ ID NO: 27 EVQLVESGGGLVQAGGSLRLSCEVLGRTAG
KERE FW1l sequence no. 6 SEQ ID NO: 28 QVQLVESGGGWVQPGGSLRLSCAASETILS
KERE FW1l sequence no. 7SEQ ID NO: 29 QVQLVESGGGTVQPGGSLNLSCVASGNTFN
KERE FWl sequence no. 8 SEQ ID NO: 30 EVQLVESGGGLAQPGGSLQLSCSAPGFTLD

KERE FWl sequence no. 9SEQ ID NO: 31AQELEESGGGLVQAGGSLRLSCAASGRTFN
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and in which:

iii) FR2 is an amino acid sequence that has at least 80%
amino acid identity with at least one of the following
amino acid sequences:

TABLE A-11

Representative FW2 sequences for NANOBODIES
of the KERE-group.

KERE FW2 SEQ ID NO: 41 WFRQAPGKEREFVA
sequence no. 1
KERE FW2 SEQ ID NO: 42 WFRQTPGREREFVA
sequence no. 2
KERE FW2 SEQ ID NO: 43 WYRQAPGKQREMVA
sequence no. 3
KERE FW2 SEQ ID NO: 44 WYRQGPGKQRELVA
sequence no. 4
KERE FW2 SEQ ID NO: 45 WIRQAPGKEREGVS
sequence no. 5
KERE FW2 SEQ ID NO: 46 WFREAPGKEREGIS
sequence no. 6
KERE FW2 SEQ ID NO: 47 WYRQAPGKERDLVA
sequence no. 7
KERE FW2 SEQ ID NO: 48 WFRQAPGKQREEVS
sequence no. 8
KERE FW2 SEQ ID NO: 49 WFRQPPGKVREFVG
sequence no. 9

and in which:

iv) FR3 is an amino acid sequence that has at least 80%
amino acid identity with at least one of the following
amino acid sequences:

TABLE A-12

10

15

20

25

30

106

TABLE A-13-continued

Representative FW4 sequences for NANOBODIES
of the KERE-group.

KERE FW4 sequence no. 3 SEQ ID NO: 62RGQGTRVTVSS

KERE FW4 sequence no. 4 SEQ ID NO: 63 WGLGTQVTISS

and in which:

vi) CDR1, CDR2 and CDR3 are as defined herein, and are
preferably as defined according to one of the preferred
aspects herein, and are more preferably as defined accord-
ing to one of the more preferred aspects herein.

In the above NANOBODIES, one or more of the further
Hallmark residues are preferably as described herein (for
example, when they are V,, sequences or partially human-
ized NANOBODIES).

Also, the above NANOBODIES may for example be V;
sequences or may be humanized NANOBODIES. When the
above NANOBODY sequences are V., sequences, they
may be suitably humanized, as further described herein.
When the NANOBODIES are partially humanized NANO-
BODIES, they may optionally be further suitably human-
ized, again as described herein.

With regard to framework 1, it will be clear to the skilled
person that, when an amino acid sequence as outlined above
is generated by expression of a nucleotide sequence, the first
four amino acid sequences (i.e. amino acid residues 1-4
according to the Kabat numbering) may often be determined
by the primer(s) that have been used to generate said nucleic
acid. Thus, for determining the degree of amino acid iden-
tity, the first four amino acid residues are preferably disre-
garded.

Representative FW3

sequences for NANOBODIES of the KERE-group.

KERE FW3 sequence no. 1 SEQ ID NO:
KERE FW3 sequence no. 2 SEQ ID NO:
KERE FW3 sequence no. 3 SEQ ID NO:
KERE FW3 sequence no. 4 SEQ ID NO:
KERE FW3 sequence no. 5 SEQ ID NO:
KERE FW3 sequence no. 6 SEQ ID NO:
KERE FW3 sequence no. 7 SEQ ID NO:
KERE FW3 sequence no. 8 SEQ ID NO:
KERE FW3 sequence no. 9 SEQ ID NO:
KERE FW3 sequence no. 10 SEQ ID NO:

50 RFTISRDNAKNTVYLOMNSLKPEDTAVYRCYF

51 RFAISRDNNKNTGYLOMNSLEPEDTAVYYCAA

52 RFTVARNNAKNTVNLEMNSLKPEDTAVYYCAA

53 RFTISRDIAKNTVDLLMNNLEPEDTAVYYCAA

54 RLTISRDNAVDTMYLOMNSLKPEDTAVYYCAA

55 RFTISRDNAKNTVYLOMDNVKPEDTAIYYCAA

56 RFTISKDSGKNTVYLOMTSLKPEDTAVYYCAT

57 RFTISRDSAKNMMYLOMNNLKPQDTAVYYCAA

58 RFTISRENDKSTVYLQLNSLKPEDTAVYYCAA

59 RFTISRDYAGNTAYLOMNSLKPEDTGVYYCAT

and in which:

v) FR4 is an amino acid sequence that has at least 80%
amino acid identity with at least one of the following
amino acid sequences:

TABLE A-13

Representative FW4 sequences for NANOBODIES
of the KERE-group.

KERE FW4 sequence no. 1 SEQ ID NO: 60WGQGTQVTVSS

KERE FW4 sequence no. 2 SEQ ID NO: 61WGKGTLVTVSS

60

65

Also, with regard to framework 1, and although amino
acid positions 27 to 30 are according to the Kabat numbering
considered to be part of the framework regions (and not the
CDR’s), it has been found by analysis of a database of more
than 1000 V., sequences that the positions 27 to 30 have a
variability (expressed in terms of V,,, entropy and V,,,
variability—see Tables A-5 to A-8) that is much greater than
the variability on positions 1 to 26. Because of this, for
determining the degree of amino acid identity, the amino
acid residues at positions 27 to 30 are preferably also
disregarded.
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In view of this, a NANOBODY of the KERE class may
be an amino acid sequence that is comprised of four frame-
work regions/sequences interrupted by three complementar-
ity determining regions/sequences, in which:

i) the amino acid residue at position 45 according to the
Kabat numbering is a charged amino acid (as defined
herein) or a cysteine residue, and position 44 is preferably
an E;

and in which:

ii) FR1 is an amino acid sequence that, on positions 5 to 26
of the Kabat numbering, has at least 80% amino acid
identity with at least one of the following amino acid
sequences:

TABLE A-14

10

108
BODIES, they may optionally be further suitably human-
ized, again as described herein.

ANANOBODY ofthe GLEW class may be an amino acid
sequence that is comprised of four framework regions/
sequences interrupted by three complementarity determin-
ing regions/sequences, in which

i) preferably, when the NANOBODY of the GLEW-class is
a non-humanized NANOBODY, the amino acid residue in
position 108 is Q;

Representative FWl sequences

(amino acid residues 5 to 26)

for Nanobodies of the KERE-group.
KERE FW1l sequence no. 10 SEQ ID NO: 32 VESGGGLVQPGGSLRLSCAASG
KERE FW1l sequence no. 11 SEQ ID NO: 33 VDSGGGLVQAGDSLKLSCALTG
KERE FW1l sequence no. 12 SEQ ID NO: 34 VDSGGGLVQAGDSLRLSCAASG
KERE FW1l sequence no. 13 SEQ ID NO: 35VDSGGGLVEAGGSLRLSCQVSE
KERE FW1l sequence no. 14 SEQ ID NO: 36 QDSGGGSVQAGGSLKLSCAASG
KERE FW1l sequence no. 15 SEQ ID NO: 37 VQSGGRLVQAGDSLRLSCAASE
KERE FW1l sequence no. 16 SEQ ID NO: 38 VESGGTLVQSGDSLKLSCASST
KERE FW1l sequence no. 17 SEQ ID NO: 39 MESGGDSVQSGGSLTLSCVASG
KERE FWl sequence no. 18 SEQ ID NO: 40 QASGGGLVQAGGSLRLSCSASV

and in which:

iii) FR2, FR3 and FR4 are as mentioned herein for FR2, FR3
and FR4 of NANOBODIES of the KERE-class;

35

ii) FR1 is an amino acid sequence that has at least 80%
amino acid identity with at least one of the following
amino acid sequences:

TABLE A-15

Representative FW1l sequences for Nanobodies of the GLEW-group.

GLEW FWl sequence no. 1 SEQ ID NO: 64 QVQLVESGGGLVQPGGSLRLSCAASGFTFS
GLEW FWl sequence no. 2 SEQ ID NO: 65EVHLVESGGGLVRPGGSLRLSCAAFGFIFK
GLEW FWl sequence no. 3 SEQ ID NO: 66 QVKLEESGGGLAQPGGSLRLSCVASGFTFS
GLEW FWl sequence no. 4 SEQ ID NO: 67 EVQLVESGGGLVQPGGSLRLSCVCVSSGCT
GLEW FWl sequence no. 5 SEQ ID NO: 68 EVQLVESGGGLALPGGSLTLSCVFSGSTFS
and in which: o and in which:

iv) CDR1, CDR2 and CDR3 are as defined herein, and are
preferably as defined according to one of the preferred
aspects herein, and are more preferably as defined accord-
ing to one of the more preferred aspects herein.

The above NANOBODIES may for example be V,,,
sequences or may be humanized NANOBODIES. When the
above NANOBODY sequences are V., sequences, they
may be suitably humanized, as further described herein.
When the NANOBODIES are partially humanized NANO-

60

65

iii) FR2 is an amino acid sequence that has at least 80%
amino acid identity with at least one of the following
amino acid sequences:

TABLE A-16

Representative FW2 sequences for Nanobodies of
the GLEW-group.

GLEW FW2 SEQ ID NO: 72 WVRQAPGKVLEWVS
sequence no. 1
GLEW FW2 SEQ ID NO: 73 WVRRPPGKGLEWVS
sequence no. 2
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TABLE A-16-continued
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TABLE A-18-continued

Representative FW2 sequences for Nanobodies of
the GLEW-group.

Representative FW4 sequences for Nanobodies of
the GLEW-group.

GLEW FW2 SEQ ID NO: 74 WVRQAPGMGLEWVS
sequence no. 3
GLEW FW2 SEQ ID NO: 75 WVRQAPGKEPEWVS
sequence no. 4
GLEW FW2 SEQ ID NO: 76 WVRQAPGKDQEWVS
sequence no. 5
GLEW FW2 SEQ ID NO: 77 WVRQAPGKAEEWVS
sequence no. 6
GLEW FW2 SEQ ID NO: 78 WVRQAPGKGLEWVA
sequence no. 7
GLEW FW2 SEQ ID NO: 79 WVRQAPGRATEWVS
sequence no. 8

and in which:

iv) FR3 is an amino acid sequence that has at least 80%
amino acid identity with at least one of the following
amino acid sequences:

TABLE A-17

10

15
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GLEW FW4 sequence no. 4 SEQ ID NO: 89 RSRGIQVTVSS
GLEW FW4 sequence no. 5 SEQ ID NO: 90WGKGTQVTVSS
GLEW FW4 sequence no. 6 SEQ ID NO: 91WGQGTQVTVSS

and in which:

vi) CDR1, CDR2 and CDR3 are as defined herein, and are
preferably as defined according to one of the preferred
aspects herein, and are more preferably as defined accord-
ing to one of the more preferred aspects herein.

In the above NANOBODIES, one or more of the further
Hallmark residues are preferably as described herein (for
example, when they are V,, sequences or partially human-
ized NANOBODIES).

With regard to framework 1, it will again be clear to the
skilled person that, for determining the degree of amino acid

Representative FW3

sequences for Nanobodies of the GLEW-group.

GLEW FW3 sequence no. 1 SEQ ID NO:
GLEW FW3 sequence no. 2 SEQ ID NO:
GLEW FW3 sequence no. 3 SEQ ID NO:
GLEW FW3 sequence no. 4 SEQ ID NO:
GLEW FW3 sequence no. 5 SEQ ID NO:
GLEW FW3 sequence no. 6 SEQ ID NO:

80 RFTISRDNAKNTLYLOMNSLKPEDTAVYYCVK
81 RFTISRDNARNTLYLOMDSLIPEDTALYYCAR
82 RFTSSRDNAKSTLYLQMNDLKPEDTALYYCAR
83 RFIISRDNAKNTLYLOMNSLGPEDTAMYYCQR
84 RFTASRDNAKNTLYLOMNSLKSEDTARYYCAR

85 RFTISRDNAKNTLYLQMDDLQSEDTAMYYCGR

and in which:

v) FR4 is an amino acid sequence that has at least 80%
amino acid identity with at least one of the following
amino acid sequences:

TABLE A-18
Representative FW4 sequences for Nanobodies of
the GLEW-group.
GLEW FW4 sequence no. 1 SEQ ID NO: 86 GSQGTQVTVSS
GLEW FW4 sequence no. 2 SEQ ID NO: 87 LRGGTQVTVSS
GLEW FW4 sequence no. 3 SEQ ID NO: 88RGQGTLVTVSS
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identity, the amino acid residues on positions 1 to 4 and 27
to 30 are preferably disregarded.

In view of this, a NANOBODY of the GLEW class may
be an amino acid sequence that is comprised of four frame-
work regions/sequences interrupted by three complementar-
ity determining regions/sequences, in which:

i) preferably, when the NANOBODY of the GLEW-class is
a non-humanized NANOBODY, the amino acid residue in
position 108 is Q;

and in which:

ii) FR1 is an amino acid sequence that, on positions 5 to 26
of the Kabat numbering, has at least 80% amino acid
identity with at least one of the following amino acid
sequences:
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TABLE A-19
Representative FWl sequences (amino acid residues 5 to 26)
for Nanobodies of the KERE-group.
GLEW FW1l sequence no. 6 SEQ ID NO: 69 VESGGGLVQPGGSLRLSCAASG
GLEW FW1l sequence no. 7 SEQ ID NO: 70 EESGGGLAQPGGSLRLSCVASG
GLEW FW1l sequence no. 8 SEQ ID NO: 71VESGGGLALPGGSLTLSCVFSG
and in which: TABLE A-21

iii) FR2, FR3 and FR4 are as mentioned herein for FR2, FR3
and FR4 of NANOBODIES of the GLEW-class;

Representative FW2 sequences for Nanobodies of

and in which: the P, R, S 103-group.

iv) CDR1, CDR2 and CDR3 are as defined herein, and are P P, R, S 103 FW2 SEQ ID NO: 102 WFROADGKEREEVA
preferably as defined according to one of the preferred sequence no. 1
aspects herein, and are more preferably as defined accord-
ing to one of the more preferred aspects herein. P, R, § 103 FW2  SEQ ID NO: 103 WVRQAPGKVLEWVS
The above NANOBODIES may for example be V,,, g SSduence mo. 2

sequences or may be humanized NANOBODIES. When the P R, S 103 FW2  SEQ ID NO: 104 WVRRPPGKGLEWVS

above NANOBODY sequences are V., sequences, they sequence no. 2

may be suitably humanized, as further described herein.

When the NANOBODIES are partially humanized NANO- P, R, § 103 FW2  SEQ ID NO: 105 WIRQAPGKEREGVS

BODIES, they may optionally be further suitably human- 55 Sequence no. 4

ized, again as described herein. In the above NANOBOD-

IES, one or more of the further Hallmark residues are Zéqiénielgi FZZ SEQ ID NO: 106  WVRQYPGKEPEWVS

preferably as described herein (for example, when they are ’

V 7 sequences or partially humanized NANOBODIES). P, R, S 103 FW2 SEQ ID NO: 107 WFRQPPGKEHEFVA
ANANOBODY of'the P, R, S 103 class may be an amino jo Seduence no. 6

acid sequence that is comprised of four framework regions/

sequences interrupted by three complementarity determin- P, R, 5§ 103 FW2  SEQ ID NO: 108 WYRQAPGKRTELVA

ing regions/sequences, in which sequence no. 7

l) the amino acid residue at pOSitiOn 103 aCCOrding to the P, R, S 103 FW2 SEQ ID NO: 109 WLRQAPGQGLEWVS
Kabat numbering is different from W; 35 sequence no. 8

and in which:

ii) preferably the amino acid residue at position 103 accord- P, R, S 103 FW2  SEQ ID NO: 110  WLRQTPGKGLEWVG
ing to the Kabat numbering is P, R or S, and more sequence no. 9
preferably R; P, R, S 102 FW2  SEQ ID NO: 111 WVRQAPGKAEEFVS

and in which:

iii) FR1 is an amino acid sequence that has at least 80%
amino acid identity with at least one of the following
amino acid sequences:

40 Sequence no. 10

TABLE A-20

Representative FWl sequences for Nanobodies of the P, R, S 103-group.

P, R, S 103 FW1l sequence no. 1 SEQ ID NO: 92 AVQLVESGGGLVQAGGSLRLSCAASGRTFS
P, R, S 103 FW1l sequence no. 2 SEQ ID NO: 93 QVQLQESGGGMVQPGGSLRLSCAASGFDFG
P, R, S 103 FW1l sequence no. 3 SEQ ID NO: 94 EVHLVESGGGLVRPGGSLRLSCAAFGFIFK
P, R, S 103 FW1l sequence no. 4 SEQ ID NO: 95QVQLAESGGGLVQPGGSLKLSCAASRTIVS
P, R, S 103 FW1l sequence no. 5 SEQ ID NO: 96 QEHLVESGGGLVDIGGSLRLSCAASERIFS
P, R, S 103 FW1l sequence no. 6 SEQ ID NO: 97 QVKLEESGGGLAQPGGSLRLSCVASGFTFS
P, R, S 103 FW1l sequence no. 7 SEQ ID NO: 98 EVQLVESGGGLVQPGGSLRLSCVCVSSGCT
P, R, S 103 FW1l sequence no. 8 SEQ ID NO: 99 EVQLVESGGGLALPGGSLTLSCVFSGSTFS

and in which and in which:

iv) FR2 is an amino acid sequence that has at least 80% 45 v) FR3 is an amino acid sequence that has at least 80%
amino acid identity with at least one of the following amino acid identity with at least one of the following
amino acid sequences: amino acid sequences:
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TABLE A-22

Representative FW3 sequences for Nanobodies of the P, R, S 103-group.

P, R, S 103 FW3 sequence no. 1 SEQ ID NO: 112 RFTISRDNAKNTVYLQMNSLKPEDTAVYYCAA
P, R, S 103 FW3 sequence no. 2 SEQ ID NO: 113 RFTISRDNARNTLYLQMDSLIPEDTALYYCAR
P, R, S 103 FW3 sequence no. 3 SEQ ID NO: 114 RFTISRDNAKNEMYLQMNNLKTEDTGVYWCGA
P, R, S 103 FW3 sequence no. 4 SEQ ID NO: 115 RFTISSDSNRNMIYLQMNNLKPEDTAVYYCAA
P, R, S 103 FW3 sequence no. 5 SEQ ID NO: 116 RFTISRDNAKNMLYLHLNNLKSEDTAVYYCRR
P, R, S 103 FW3 sequence no. 6 SEQ ID NO: 117 RFTISRDNAKKTVYLRLNSLNPEDTAVYSCNL
P, R, S 103 FW3 sequence no. 7 SEQ ID NO: 118 RFKISRDNAKKTLYLQMNSLGPEDTAMYYCQR

P, R, S 103 FW3 sequence no. 8 SEQ ID NO: 119 RFTVSRDNGKNTAYLRMNSLKPEDTADYYCAV

and in which: and in which:

vi) FR4 is an amino acid sequence that has at least 80% 5, ii) preferably the amino acid residue at position 103 accord-
amino acid identity with at least one of the following ing to the Kabat numbering is P, R or S, and more
amino acid sequences: preferably R;

TABLE A-23

Representative FW4 sequences for Nanobodies of the P, R, S
103-group.

P, R, S 103 FW4 sequence no. 1 SEQ ID NO: 120 RGQGTQVTVSS
P, R, S 103 FW4 sequence no. 2 SEQ ID NO: 121 LRGGTQVTVSS
P, R, S 103 FW4 sequence no. 3 SEQ ID NO: 122 GNKGTLVTVSS
P, R, S 103 FW4 sequence no. 4 SEQ ID NO: 123 SSPGTQVTVSS
P, R, S 103 FW4 sequence no. 5 SEQ ID NO: 124 SSQGTLVTVSS

P, R, S 103 FW4 sequence no. 6 SEQ ID NO: 125 RSRGIQVTVSS

and in which: and in which:

vii) CDR1, CDR2 and CDR3 are as defined herein, and are ,,
preferably as defined according to one of the preferred
aspects herein, and are more preferably as defined accord-
ing to one of the more preferred aspects herein.

In the above NANOBODIES, one or more of the further
Hallmark residues are preferably as described herein (for ,5 ) X ) ) )
example, when they are V,,,, sequences or partially human- identity with at least one of the following amino acid
ized NANOBODIES). sequences:

iii) FR1 is an amino acid sequence that, on positions 5 to 26
of the Kabat numbering, has at least 80% amino acid

TABLE A-24

Representative FW1l sequences (amino acid residues 5 to 26) for
Nanobodies of the P, R, S 103-group.

P, R, S 103 FWl sequence no. 9 SEQ ID NO: 100 VESGGGLVQAGGSLRLSCAASG

P, R, S 103 FWl sequence no. 10 SEQ ID NO: 101 AESGGGLVQPGGSLKLSCAASR

With regard to framework 1, it will again be clear to the and in which:
skilled person that, for determining the degree of amino acid iv) FR2, FR3 and FR4 are as mentioned herein for FR2, FR3
identity, the amino acid residues on positions 1 to 4 and 27 and FR4 of NANOBODIES of the P, R, 8 103 class;

60 and in which:
v) CDR1, CDR2 and CDR3 are as defined herein, and are
preferably as defined according to one of the preferred

to 30 are preferably disregarded.
In view of this, a NANOBODY of the P, R, S 103 class

may be an amino acid sequence that is comprised of four aspects herein, and are more preferably as defined accord-
framework regions/sequences interrupted by three comple- ing to one of the more preferred aspects herein.
mentarity determining regions/sequences, in which: 65 The above NANOBODIES may for example be V,,,

i) the amino acid residue at position 103 according to the sequences or may be humanized NANOBODIES. When the
Kabat numbering is different from W; above NANOBODY sequences are V., sequences, they
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may be suitably humanized, as further described herein.

When the NANOBODIES are partially humanized NANO-

BODIES, they may optionally be further suitably human-

ized, again as described herein.

In the above NANOBODIES, one or more of the further
Hallmark residues are preferably as described herein (for
example, when they are V,, sequences or partially human-
ized NANOBODIES).

In another preferred, but non-limiting aspect, the inven-
tion relates to a NANOBODY as described above, in which
the CDR sequences have at least 70% amino acid identity,
preferably at least 80% amino acid identity, more preferably
at least 90% amino acid identity, such as 95% amino acid
identity or more or even essentially 100% amino acid
identity with the CDR sequences of at least one of the amino
acid sequences of SEQ ID NO’s: 560-621. This degree of
amino acid identity can for example be determined by
determining the degree of amino acid identity (in a manner
described herein) between said NANOBODY and one or
more of the sequences of SEQ ID NO’s: 560-621, in which
the amino acid residues that form the framework regions are
disregarded. Such NANOBODIES can be as further
described herein.

As already mentioned herein, another preferred but non-
limiting aspect of the invention relates to a NANOBODY
with an amino acid sequence that is chosen from the group
consisting of SEQ ID NO’s: 560-621 or from the group
consisting of from amino acid sequences that have more
than 80%, preferably more than 90%, more preferably more
than 95%, such as 99% or more sequence identity (as
defined herein) with at least one of the amino acid sequences
of SEQ ID NO’s: 560-621.

Also, in the above NANOBODIES:

1) any amino acid substitution (when it is not a humanizing
substitution as defined herein) is preferably, and com-
pared to the corresponding amino acid sequence of SEQ
ID NO’s: 560-621, a conservative amino acid substitu-
tion, (as defined herein);

and/or:

ii) its amino acid sequence preferably contains either only
amino acid substitutions, or otherwise preferably no more
than 5, preferably no more than 3, and more preferably
only 1 or 2 amino acid deletions or insertions, compared
to the corresponding amino acid sequence of SEQ ID
NO’s: 560-621;

and/or

iii) the CDR’s may be CDR’s that are derived by means of
affinity maturation, for example starting from the CDR’s
of to the corresponding amino acid sequence of SEQ ID
NO’s: 560-621.

Preferably, the CDR sequences and FR sequences in the
NANOBODIES of the invention are such that the NANO-
BODIES of the invention (and polypeptides of the invention
comprising the same):

bind to RANK-L with a dissociation constant (K,) of

107° to 107'2 moles/liter or less, and preferably 10~7 to
107'2 moles/liter or less and more preferably 10~% to
107'2 moles/liter (i.e. with an association constant (K ,)
of 10° to 10*2 liter/moles or more, and preferably 107 to
10"2 liter/moles or more and more preferably 10® to
10*2 liter/moles);

and/or such that they:

bind to RANK-L with a k_ -rate of between 10> M~'s~!
to about 10” M~'s™!, preferably between 10° M~'s™!
and 107 M~'s™', more preferably between 10* M~*s~!
and 107 M~1s7!, such as between 10° M~'s™! and 107
M st
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and/or such that they:
bind to RANK-L with a k- rate between 1 st (t,,,=0.69
s) and 107° s™* (providing a near irreversible complex
with a t, , of multiple days), preferably between 1072
s~! and 107% 57!, more preferably between 107> s~ and
107% 57!, such as between 10™* 57" and 107% s7!.

Preferably, CDR sequences and FR sequences present in
the NANOBODIES of the invention are such that the
NANOBODIES of the invention will bind to RANK-L with
an affinity less than 500 nM, preferably less than 200 nM,
more preferably less than 10 nM, such as less than 500 pM.

According to one non-limiting aspect of the invention, a
NANOBODY may be as defined herein, but with the proviso
that it has at least “one amino acid difference” (as defined
herein) in at least one of the framework regions compared to
the corresponding framework region of a naturally occurring
human V,, domain, and in particular compared to the cor-
responding framework region of DP-47. More specifically,
according to one non-limiting aspect of the invention, a
NANOBODY may be as defined herein, but with the proviso
that it has at least “one amino acid difference” (as defined
herein) at at least one of the Hallmark residues (including
those at positions 108, 103 and/or 45) compared to the
corresponding framework region of a naturally occurring
human V,, domain, and in particular compared to the cor-
responding framework region of DP-47. Usually, a NANO-
BODY will have at least one such amino acid difference with
a naturally occurring V, domain in at least one of FR2
and/or FR4, and in particular at at least one of the Hallmark
residues in FR2 and/or FR4 (again, including those at
positions 108, 103 and/or 45).

Also, a humanized NANOBODY of the invention may be
as defined herein, but with the proviso that it has at least
“one amino acid difference” (as defined herein) in at least
one of the framework regions compared to the correspond-
ing framework region of a naturally occurring V ,,, domain.
More specifically, according to one non-limiting aspect of
the invention, a humanized NANOBODY may be as defined
herein, but with the proviso that it has at least “one amino
acid difference” (as defined herein) at at least one of the
Hallmark residues (including those at positions 108, 103
and/or 45) compared to the corresponding framework region
of a naturally occurring V;; domain. Usually, a humanized
NANOBODY will have at least one such amino acid dif-
ference with a naturally occurring V,;,; domain in at least
one of FR2 and/or FR4, and in particular at at least one of
the Hallmark residues in FR2 and/or FR4 (again, including
those at positions 108, 103 and/or 45).

As will be clear from the disclosure herein, it is also
within the scope of the invention to use natural or synthetic
analogs, mutants, variants, alleles, homologs and orthologs
(herein collectively referred to as “analogs™) of the NANO-
BODIES of the invention as defined herein, and in particular
analogs of the NANOBODIES of SEQ ID NO’s: 560-621.
Thus, according to one aspect of the invention, the term
“NANOBODY of the invention” in its broadest sense also
covers such analogs.

Generally, in such analogs, one or more amino acid
residues may have been replaced, deleted and/or added,
compared to the NANOBODIES of the invention as defined
herein. Such substitutions, insertions or deletions may be
made in one or more of the framework regions and/or in one
or more of the CDR’s. When such substitutions, insertions
or deletions are made in one or more of the framework
regions, they may be made at one or more of the Hallmark
residues and/or at one or more of the other positions in the
framework residues, although substitutions, insertions or
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deletions at the Hallmark residues are generally less pre-
ferred (unless these are suitable humanizing substitutions as
described herein).

By means of non-limiting examples, a substitution may
for example be a conservative substitution (as described
herein) and/or an amino acid residue may be replaced by
another amino acid residue that naturally occurs at the same
position in another V;; domain (see Tables A-5 to A-8 for
some non-limiting examples of such substitutions), although
the invention is generally not limited thereto. Thus, any one
or more substitutions, deletions or insertions, or any com-
bination thereof, that either improve the properties of the
NANOBODY of the invention or that at least do not detract
too much from the desired properties or from the balance or
combination of desired properties of the NANOBODY of
the invention (i.e. to the extent that the NANOBODY is no
longer suited for its intended use) are included within the
scope of the invention. A skilled person will generally be
able to determine and select suitable substitutions, deletions
or insertions, or suitable combinations of thereof, based on
the disclosure herein and optionally after a limited degree of
routine experimentation, which may for example involve
introducing a limited number of possible substitutions and
determining their influence on the properties of the NANO-
BODIES thus obtained.

For example, and depending on the host organism used to
express the NANOBODY or polypeptide of the invention,
such deletions and/or substitutions may be designed in such
a way that one or more sites for post-translational modifi-
cation (such as one or more glycosylation sites) are
removed, as will be within the ability of the person skilled
in the art. Alternatively, substitutions or insertions may be
designed so as to introduce one or more sites for attachment
of functional groups (as described herein), for example to
allow site-specific pegylation (again as described herein).

As can be seen from the data on the V ; entropy and V.,
variability given in Tables A-5 to A-8 above, some amino
acid residues in the framework regions are more conserved
than others. Generally, although the invention in its broadest
sense is not limited thereto, any substitutions, deletions or
insertions are preferably made at positions that are less
conserved. Also, generally, amino acid substitutions are
preferred over amino acid deletions or insertions.

The analogs are preferably such that they can bind to
RANK-I. with an affinity (suitably measured and/or
expressed as a K,-value (actual or apparent), a K ,-value
(actual or apparent), a k, -rate and/or a k, -rate, or alterna-
tively as an IC;, value, as further described herein) that is as
defined herein for the NANOBODIES of the invention.

The analogs are preferably also such that they retain the
favourable properties the NANOBODIES, as described
herein.

Also, according to one preferred aspect, the analogs have
a degree of sequence identity of at least 70%, preferably at
least 80%, more preferably at least 90%, such as at least 95%
or 99% or more; and/or preferably have at most 20, prefer-
ably at most 10, even more preferably at most 5, such as 4,
3,2 oronly 1 amino acid difference (as defined herein), with
one of the NANOBODIES of SEQ ID NOs: 560-621.

Also, the framework sequences and CDR’s of the analogs
are preferably such that they are in accordance with the
preferred aspects defined herein. More generally, as
described herein, the analogs will have (a) a Q at position
108; and/or (b) a charged amino acid or a cysteine residue
at position 45 and preferably an E at position 44, and more
preferably E at position 44 and R at position 45; and/or (c)
P, R or S at position 103.
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One preferred class of analogs of the NANOBODIES of
the invention comprise NANOBODIES that have been
humanized (i.e. compared to the sequence of a naturally
occurring NANOBODY of the invention). As mentioned in
the background art cited herein, such humanization gener-
ally involves replacing one or more amino acid residues in
the sequence of a naturally occurring V,,, with the amino
acid residues that occur at the same position in a human V,
domain, such as a human V3 domain. Examples of possible
humanizing substitutions or combinations of humanizing
substitutions will be clear to the skilled person, for example
from the Tables herein, from the possible humanizing sub-
stitutions mentioned in the background art cited herein,
and/or from a comparison between the sequence of a
NANOBODY and the sequence of a naturally occurring
human V,, domain.

The humanizing substitutions should be chosen such that
the resulting humanized NANOBODIES still retain the
favourable properties of NANOBODIES as defined herein,
and more preferably such that they are as described for
analogs in the preceding paragraphs. A skilled person will
generally be able to determine and select suitable human-
izing substitutions or suitable combinations of humanizing
substitutions, based on the disclosure herein and optionally
after a limited degree of routine experimentation, which may
for example involve introducing a limited number of pos-
sible humanizing substitutions and determining their influ-
ence on the properties of the NANOBODIES thus obtained.

Generally, as a result of humanization, the NANOBOD-
IES of the invention may become more “human-like”, while
still retaining the favorable properties of the NANOBODIES
of the invention as described herein. As a result, such
humanized NANOBODIES may have several advantages,
such as a reduced immunogenicity, compared to the corre-
sponding naturally occurring V;; domains. Again, based on
the disclosure herein and optionally after a limited degree of
routine experimentation, the skilled person will be able to
select humanizing substitutions or suitable combinations of
humanizing substitutions which optimize or achieve a
desired or suitable balance between the favourable proper-
ties provided by the humanizing substitutions on the one
hand and the favourable properties of naturally occurring
V z7zr domains on the other hand.

The NANOBODIES of the invention may be suitably
humanized at any framework residue(s), such as at one or
more Hallmark residues (as defined herein) or at one or more
other framework residues (i.e. non-Hallmark residues) or
any suitable combination thereof. One preferred humanizing
substitution for NANOBODIES of the “P,R,S-103 group” or
the “KERE group” is Q108 into [.108. NANOBODIES of
the “GLEW class” may also be humanized by a Q108 into
108 substitution, provided at least one of the other Hall-
mark residues contains a camelid (camelizing) substitution
(as defined herein). For example, as mentioned above, one
particularly preferred class of humanized NANOBODIES
has GLEW or a GLEW-like sequence at positions 44-47; P,
R or S (and in particular R) at position 103, and an L at
position 108.

The humanized and other analogs, and nucleic acid
sequences encoding the same, can be provided in any
manner known per se. For example, the analogs can be
obtained by providing a nucleic acid that encodes a naturally
occurring V; domain, changing the codons for the one or
more amino acid residues that are to be substituted into the
codons for the corresponding desired amino acid residues
(e.g. by site-directed mutagenesis or by PCR using suitable
mismatch primers), expressing the nucleic acid/nucleotide
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sequence thus obtained in a suitable host or expression
system; and optionally isolating and/or purifying the analog
thus obtained to provide said analog in essentially isolated
form (e.g. as further described herein). This can generally be
performed using methods and techniques known per se,
which will be clear to the skilled person, for example from
the handbooks and references cited herein, the background
art cited herein and/or from the further description herein.
Alternatively, a nucleic acid encoding the desired analog can
be synthesized in a manner known per se (for example using
an automated apparatus for synthesizing nucleic acid
sequences with a predefined amino acid sequence) and can
then be expressed as described herein. Yet another technique
may involve combining one or more naturally occurring
and/or synthetic nucleic acid sequences each encoding a part
of the desired analog, and then expressing the combined
nucleic acid sequence as described herein. Also, the analogs
can be provided using chemical synthesis of the pertinent
amino acid sequence using techniques for peptide synthesis
known per se, such as those mentioned herein.

In this respect, it will be also be clear to the skilled person
that the NANOBODIES of the invention (including their
analogs) can be designed and/or prepared starting from
human V,, sequences (i.e. amino acid sequences or the
corresponding nucleotide sequences), such as for example
from human V,3 sequences such as DP-47, DP-51 or
DP-29, i.e. by introducing one or more camelizing substi-
tutions (i.e. changing one or more amino acid residues in the
amino acid sequence of said human V,, domain into the
amino acid residues that occur at the corresponding position
in a V,; domain), so as to provide the sequence of a
NANOBODY of the invention and/or so as to confer the
favourable properties of a NANOBODY to the sequence
thus obtained. Again, this can generally be performed using
the various methods and techniques referred to in the
previous paragraph, using an amino acid sequence and/or
nucleotide sequence for a human V, domain as a starting
point.

Some preferred, but non-limiting camelizing substitutions
can be derived from Tables A-5-A-8. It will also be clear that
camelizing substitutions at one or more of the Hallmark
residues will generally have a greater influence on the
desired properties than substitutions at one or more of the
other amino acid positions, although both and any suitable
combination thereof are included within the scope of the
invention. For example, it is possible to introduce one or
more camelizing substitutions that already confer at least
some the desired properties, and then to introduce further
camelizing substitutions that either further improve said
properties and/or confer additional favourable properties.
Again, the skilled person will generally be able to determine
and select suitable camelizing substitutions or suitable com-
binations of camelizing substitutions, based on the disclo-
sure herein and optionally after a limited degree of routine
experimentation, which may for example involve introduc-
ing a limited number of possible camelizing substitutions
and determining whether the favourable properties of
NANOBODIES are obtained or improved (i.e. compared to
the original V,, domain).

Generally, however, such camelizing substitutions are
preferably such that the resulting an amino acid sequence at
least contains (a) a Q at position 108; and/or (b) a charged
amino acid or a cysteine residue at position 45 and prefer-
ably also an E at position 44, and more preferably E at
position 44 and R at position 45; and/or (¢) P, R or S at
position 103; and optionally one or more further camelizing
substitutions. More preferably, the camelizing substitutions
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are such that they result in a NANOBODY of the invention

and/or in an analog thereof (as defined herein), such as in a

humanized analog and/or preferably in an analog that is as

defined in the preceding paragraphs.

Other analogs and nucleic acid sequences encoding the
same, can be provided, for example to improve stability of
the NANOBODY. During storage, NANOBODIES and
other types of immunoglobulins may generate certain vari-
ants as a result of:

1) oxidation event(s), occurring in typically only the “acces-
sible” methionines wherein oxidation increases during
storage in parallel with incubation temperature and time;

ii) cyclization of the first glutamic acid residue, if present,
resulting in formation of pyroglutamate, and

iii) isomerization of only the “accessible” aspartic acids or
asparagines in a DG, DS, NG or NS motif wherein
isomerization increases during storage in parallel with
incubation temperature and time.

Analogs of variants of the NANOBODIES of the invention

may be generated that have improved stability profile. This

can be done, for example, but without being limiting, by
avoiding isomerization of Asp (D) and Asn (N), e.g. by
replacing the Asp-Gly (DG), Asp-Ser (DS), Asn-Gly (NG)
and Asn-Ser (NS) in the CDRs with another amino acid such

as e.g. Glu (E) or Gln (Q); by avoiding oxidation of Met e.g.

by replacing Met which are susceptible to forced oxidation

with another amino acid such as e.g. an Ala or Thr, and/or
by replacing N-terminal Glu by an alternative N-terminus,

e.g. Asp. Again, the skilled person will generally be able to

determine and select suitable stabilizing substitutions or

suitable combinations of stabilizing substitutions, based on
the disclosure herein and optionally after a limited degree of
routine experimentation, which may for example involve
introducing a limited number of possible stabilizing substi-
tutions and determining whether the NANOBODIES still
bind RANK-L and whether the favourable properties of

NANOBODIES are obtained or improved (i.e. compared to

the original V, or V,;; domain). A preferred stabilized

NANOBODY is depicted in SEQ ID NO: 756) wherein the

DS motif in CDR2 is replaced with ES resulting in the

following CDR2:

SITGSGGSTYYAESVKG. (SEQ ID NO: 758)

As will also be clear from the disclosure herein, it is also
within the scope of the invention to use parts or fragments,
or combinations of two or more parts or fragments, of the
NANOBODIES of the invention as defined herein, and in
particular parts or fragments of the NANOBODIES of SEQ
ID NO’s: 560-621. Thus, according to one aspect of the
invention, the term “NANOBODY of the invention” in its
broadest sense also covers such parts or fragments.

Generally, such parts or fragments of the NANOBODIES
of'the invention (including analogs thereof) have amino acid
sequences in which, compared to the amino acid sequence of
the corresponding full length NANOBODY of the invention
(or analog thereof), one or more of the amino acid residues
at the N-terminal end, one or more amino acid residues at the
C-terminal end, one or more contiguous internal amino acid
residues, or any combination thereof, have been deleted
and/or removed.

The parts or fragments are preferably such that they can
bind to RANK-L with an affinity (suitably measured and/or
expressed as a K,-value (actual or apparent), a K ,-value
(actual or apparent), a k,,-rate and/or a k, rate, or alterna-
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tively as an IC;, value, as further described herein) that is as
defined herein for the NANOBODIES of the invention.

Any part or fragment is preferably such that it comprises
at least 10 contiguous amino acid residues, preferably at
least 20 contiguous amino acid residues, more preferably at
least 30 contiguous amino acid residues, such as at least 40
contiguous amino acid residues, of the amino acid sequence
of the corresponding full length NANOBODY of the inven-
tion.

Also, any part or fragment is such preferably that it
comprises at least one of CDR1, CDR2 and/or CDR3 or at
least part thereof (and in particular at least CDR3 or at least
part thereof). More preferably, any part or fragment is such
that it comprises at least one of the CDR’s (and preferably
at least CDR3 or part thereof) and at least one other CDR
(i.e. CDR1 or CDR2) or at least part thereof, preferably
connected by suitable framework sequence(s) or at least part
thereof. More preferably, any part or fragment is such that it
comprises at least one of the CDR’s (and preferably at least
CDR3 or part thereof) and at least part of the two remaining
CDR’s, again preferably connected by suitable framework
sequence(s) or at least part thereof.

According to another particularly preferred, but non-
limiting aspect, such a part or fragment comprises at least
CDR3, such as FR3, CDR3 and FR4 of the corresponding
full length NANOBODY of the invention, i.e. as for
example described in the International application WO
03/050531 (Lasters et al.).

As already mentioned above, it is also possible to com-
bine two or more of such parts or fragments (i.e. from the
same or different NANOBODIES of the invention), i.e. to
provide an analog (as defined herein) and/or to provide
further parts or fragments (as defined herein) of a NANO-
BODY of the invention. It is for example also possible to
combine one or more parts or fragments of a NANOBODY
of the invention with one or more parts or fragments of a
human V,, domain.

According to one preferred aspect, the parts or fragments
have a degree of sequence identity of at least 50%, prefer-
ably at least 60%, more preferably at least 70%, even more
preferably at least 80%, such as at least 90%, 95% or 99%
or more with one of the NANOBODIES of SEQ ID NOs:
560-621.

The parts and fragments, and nucleic acid sequences
encoding the same, can be provided and optionally com-
bined in any manner known per se. For example, such parts
or fragments can be obtained by inserting a stop codon in a
nucleic acid that encodes a full-sized NANOBODY of the
invention, and then expressing the nucleic acid thus obtained
in a manner known per se (e.g. as described herein). Alter-
natively, nucleic acids encoding such parts or fragments can
be obtained by suitably restricting a nucleic acid that
encodes a full-sized NANOBODY of the invention or by
synthesizing such a nucleic acid in a manner known per se.
Parts or fragments may also be provided using techniques
for peptide synthesis known per se.

The invention in its broadest sense also comprises deriva-
tives of the NANOBODIES of the invention. Such deriva-
tives can generally be obtained by modification, and in
particular by chemical and/or biological (e.g. enzymatical)
modification, of the NANOBODIES of the invention and/or
of one or more of the amino acid residues that form the
NANOBODIES of the invention.

Examples of such modifications, as well as examples of
amino acid residues within the NANOBODY sequence that
can be modified in such a manner (i.e. either on the protein
backbone but preferably on a side chain), methods and
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techniques that can be used to introduce such modifications
and the potential uses and advantages of such modifications
will be clear to the skilled person.

For example, such a modification may involve the intro-
duction (e.g. by covalent linking or in an other suitable
manner) of one or more functional groups, residues or
moieties into or onto the NANOBODY of the invention, and
in particular of one or more functional groups, residues or
moieties that confer one or more desired properties or
functionalities to the NANOBODY of the invention.
Example of such functional groups will be clear to the
skilled person.

For example, such modification may comprise the intro-
duction (e.g. by covalent binding or in any other suitable
manner) of one or more functional groups that increase the
half-life, the solubility and/or the absorption of the NANO-
BODY of the invention, that reduce the immunogenicity
and/or the toxicity of the NANOBODY of the invention, that
eliminate or attenuate any undesirable side effects of the
NANOBODY of the invention, and/or that confer other
advantageous properties to and/or reduce the undesired
properties of the NANOBODIES and/or polypeptides of the
invention; or any combination of two or more of the fore-
going. Examples of such functional groups and of tech-
niques for introducing them will be clear to the skilled
person, and can generally comprise all functional groups and
techniques mentioned in the general background art cited
hereinabove as well as the functional groups and techniques
known per se for the modification of pharmaceutical pro-
teins, and in particular for the modification of antibodies or
antibody fragments (including ScFv’s and single domain
antibodies), for which reference is for example made to
Remington’s Pharmaceutical Sciences, 16th ed., Mack Pub-
lishing Co., Easton, Pa. (1980). Such functional groups may
for example be linked directly (for example covalently) to a
NANOBODY of the invention, or optionally via a suitable
linker or spacer, as will again be clear to the skilled person.

One of the most widely used techniques for increasing the
half-life and/or reducing the immunogenicity of pharmaceu-
tical proteins comprises attachment of a suitable pharmaco-
logically acceptable polymer, such as poly(ethyleneglycol)
(PEG) or derivatives thereof (such as methoxypoly(ethyl-
eneglycol) or mPEG). Generally, any suitable form of pegy-
lation can be used, such as the pegylation used in the art for
antibodies and antibody fragments (including but not limited
to (single) domain antibodies and ScFv’s); reference is made
to for example Chapman, Nat. Biotechnol., 54, 531-545
(2002); by Veronese and Harris, Adv. Drug Deliv. Rev. 54,
453-456 (2003), by Harris and Chess, Nat. Rev. Drug.
Discov., 2, (2003) and in WO 04/060965. Various reagents
for pegylation of proteins are also commercially available,
for example from Nektar Therapeutics, USA.

Preferably, site-directed pegylation is used, in particular
via a cysteine-residue (see for example Yang et al., Protein
Engineering, 16, 10, 761-770 (2003). For example, for this
purpose, PEG may be attached to a cysteine residue that
naturally occurs in a NANOBODY of the invention, a
NANOBODY of the invention may be modified so as to
suitably introduce one or more cysteine residues for attach-
ment of PEG, or an amino acid sequence comprising one or
more cysteine residues for attachment of PEG may be fused
to the N- and/or C-terminus of a NANOBODY of the
invention, all using techniques of protein engineering known
per se to the skilled person.

Preferably, for the NANOBODIES and proteins of the
invention, a PEG is used with a molecular weight of more
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than 5000, such as more than 10,000 and less than 200,000,
such as less than 100,000; for example in the range of
20,000-80,000.

Another, usually less preferred modification comprises
N-linked or O-linked glycosylation, usually as part of co-
translational and/or post-translational modification, depend-
ing on the host cell used for expressing the NANOBODY or
polypeptide of the invention.

Yet another modification may comprise the introduction
of one or more detectable labels or other signal-generating
groups or moieties, depending on the intended use of the
labelled NANOBODY. Suitable labels and techniques for
attaching, using and detecting them will be clear to the
skilled person, and for example include, but are not limited
to, fluorescent labels (such as fluorescein, isothiocyanate,
rhodamine, phycoerythrin, phycocyanin, allophycocyanin,
o-phthaldehyde, and fluorescamine and fluorescent metals
such as ">*Eu or others metals from the lanthanide series),
phosphorescent labels, chemiluminescent labels or biolumi-
nescent labels (such as luminal, isoluminol, theromatic
acridinium ester, imidazole, acridinium salts, oxalate ester,
dioxetane or GFP and its analogs), radio-isotopes (such as
3H, 125L 32P, 358, 14C, SICr, 36C1, 57C0, SSCO, 59Fe, and
73Se), metals, metal chelates or metallic cations (for
example metallic cations such as *°"Tc, '*°1, *'In, "*'1,
°7Ru, %’Cu, *’Ga, and ®®Ga or other metals or metallic
cations that are particularly suited for use in in vivo, in vitro
or in situ diagnosis and imaging, such as (**’Gd, >*Mn,
12Dy, 52Cr, and °SFe), as well as chromophores and
enzymes (such as malate dehydrogenase, staphylococcal
nuclease, delta-V-steroid isomerase, yeast alcohol dehydro-
genase, alpha-glycerophosphate dehydrogenase, triose
phosphate isomerase, biotinavidin peroxidase, horseradish
peroxidase, alkaline phosphatase, asparaginase, glucose oxi-
dase, beta-galactosidase, ribonuclease, urease, catalase, glu-
cose-VI-phosphate dehydrogenase, glucoamylase and ace-
tylcholine esterase). Other suitable labels will be clear to the
skilled person, and for example include moieties that can be
detected using NMR or ESR spectroscopy.

Such labelled NANOBODIES and polypeptides of the
invention may for example be used for in vitro, in vivo or in
situ assays (including immunoassays known per se such as
ELISA, RIA, EIA and other “sandwich assays”, etc.) as well
as in vivo diagnostic and imaging purposes, depending on
the choice of the specific label.

As will be clear to the skilled person, another modification
may involve the introduction of a chelating group, for
example to chelate one of the metals or metallic cations
referred to above. Suitable chelating groups for example
include, without limitation, diethyl-enetriaminepentaacetic
acid (DTPA) or ethylenediaminetetraacetic acid (EDTA).

Yet another modification may comprise the introduction
of a functional group that is one part of a specific binding
pair, such as the biotin-(strept)avidin binding pair. Such a
functional group may be used to link the NANOBODY of
the invention to another protein, polypeptide or chemical
compound that is bound to the other half of the binding pair,
i.e. through formation of the binding pair. For example, a
NANOBODY of the invention may be conjugated to biotin,
and linked to another protein, polypeptide, compound or
carrier conjugated to avidin or streptavidin. For example,
such a conjugated NANOBODY may be used as a reporter,
for example in a diagnostic system where a detectable
signal-producing agent is conjugated to avidin or streptavi-
din. Such binding pairs may for example also be used to bind
the NANOBODY of the invention to a carrier, including
carriers suitable for pharmaceutical purposes. One non-
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limiting example are the liposomal formulations described
by Cao and Suresh, Journal of Drug Targetting, 8, 4, 257
(2000). Such binding pairs may also be used to link a
therapeutically active agent to the NANOBODY of the
invention.

For some applications, in particular for those applications
in which it is intended to kill a cell that expresses the target
against which the NANOBODIES of the invention are
directed (e.g. in the treatment of cancer), or to reduce or slow
the growth and/or proliferation such a cell, the NANOBOD-
IES of the invention may also be linked to a toxin or to a
toxic residue or moiety. Examples of toxic moieties, com-
pounds or residues which can be linked to a NANOBODY
of'the invention to provide—for example—a cytotoxic com-
pound will be clear to the skilled person and can for example
be found in the prior art cited above and/or in the further
description herein. One example is the so-called ADEPT™
technology described in WO 03/055527.

Other potential chemical and enzymatical modifications
will be clear to the skilled person. Such modifications may
also be introduced for research purposes (e.g. to study
function-activity relationships). Reference is for example
made to Lundblad and Bradshaw, Biotechnol. Appl. Bio-
chem., 26, 143-151 (1997).

Preferably, the derivatives are such that they bind to
RANK-I. with an affinity (suitably measured and/or
expressed as a K,-value (actual or apparent), a K ,-value
(actual or apparent), a k,-rate and/or a k ,-rate, or alterna-
tively as an IC;, value, as further described herein) that is as
defined herein for the NANOBODIES of the invention.

As mentioned above, the invention also relates to proteins
or polypeptides that essentially consist of or comprise at
least one NANOBODY of the invention. By “essentially
consist of” is meant that the amino acid sequence of the
polypeptide of the invention either is exactly the same as the
amino acid sequence of a NANOBODY of the invention or
corresponds to the amino acid sequence of a NANOBODY
of the invention which has a limited number of amino acid
residues, such as 1-20 amino acid residues, for example 1-10
amino acid residues and preferably 1-6 amino acid residues,
such as 1, 2, 3, 4, 5 or 6 amino acid residues, added at the
amino terminal end, at the carboxy terminal end, or at both
the amino terminal end and the carboxy terminal end of the
amino acid sequence of the NANOBODY.

Said amino acid residues may or may not change, alter or
otherwise influence the (biological) properties of the
NANOBODY and may or may not add further functionality
to the NANOBODY. For example, such amino acid resi-
dues:

can comprise an N-terminal Met residue, for example as

result of expression in a heterologous host cell or host
organism.

may form a signal sequence or leader sequence that

directs secretion of the NANOBODY from a host cell
upon synthesis. Suitable secretory leader peptides will
be clear to the skilled person, and may be as further
described herein. Usually, such a leader sequence will
be linked to the N-terminus of the NANOBODY,
although the invention in its broadest sense is not
limited thereto;

may form a sequence or signal that allows the NANO-

BODY to be directed towards and/or to penetrate or
enter into specific organs, tissues, cells, or parts or
compartments of cells, and/or that allows the NANO-
BODY to penetrate or cross a biological barrier such as
a cell membrane, a cell layer such as a layer of
epithelial cells, a tumor including solid tumors, or the
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blood-brain-barrier. Examples of such amino acid
sequences will be clear to the skilled person. Some
non-limiting examples are the small peptide vectors
(“Pep-trans vectors™) described in WO 03/026700 and
in Temsamani et al., Expert Opin. Biol. Ther., 1, 773
(2001); Temsamani and Vidal, Drug Discov. Today, 9,
1012 (004) and Rousselle, J. Pharmacol. Exp. Ther.,
296, 124-131 (2001), and the membrane translocator
sequence described by Zhao et al., Apoptosis, 8, 631-
637 (2003). C-terminal and N-terminal amino acid
sequences for intracellular targeting of antibody frag-
ments are for example described by Cardinale et al.,
Methods, 34, 171 (2004). Other suitable techniques for
intracellular targeting involve the expression and/or use
of so-called “intrabodies” comprising a NANOBODY
of the invention, as mentioned below;
may form a “tag”, for example an amino acid sequence or
residue that allows or facilitates the purification of the
NANOBODY, for example using affinity techniques
directed against said sequence or residue. Thereafter,
said sequence or residue may be removed (e.g. by
chemical or enzymatical cleavage) to provide the
NANOBODY sequence (for this purpose, the tag may
optionally be linked to the NANOBODY sequence via
a cleavable linker sequence or contain a cleavable
motif). Some preferred, but non-limiting examples of
such residues are multiple histidine residues, gluta-
thione residues and a myc-tag (see for example SEQ ID
NO:31 of WO 06/12282).

may be one or more amino acid residues that have been
functionalized and/or that can serve as a site for attach-
ment of functional groups. Suitable amino acid residues
and functional groups will be clear to the skilled person
and include, but are not limited to, the amino acid
residues and functional groups mentioned herein for the
derivatives of the NANOBODIES of the invention.

According to another aspect, a polypeptide of the inven-
tion comprises a NANOBODY of the invention, which is
fused at its amino terminal end, at its carboxy terminal end,
or both at its amino terminal end and at its carboxy terminal
end to at least one further amino acid sequence, i.e. so as to
provide a fusion protein comprising said NANOBODY of
the invention and the one or more further amino acid
sequences. Such a fusion will also be referred to herein as a
“NANOBODY fusion”.

The one or more further amino acid sequence may be any
suitable and/or desired amino acid sequences. The further
amino acid sequences may or may not change, alter or
otherwise influence the (biological) properties of the
NANOBODY, and may or may not add further functionality
to the NANOBODY or the polypeptide of the invention.
Preferably, the further amino acid sequence is such that it
confers one or more desired properties or functionalities to
the NANOBODY or the polypeptide of the invention.

For example, the further amino acid sequence may also
provide a second binding site, which binding site may be
directed against any desired protein, polypeptide, antigen,
antigenic determinant or epitope (including but not limited
to the same protein, polypeptide, antigen, antigenic deter-
minant or epitope against which the NANOBODY of the
invention is directed, or a different protein, polypeptide,
antigen, antigenic determinant or epitope).

Example of such amino acid sequences will be clear to the
skilled person, and may generally comprise all amino acid
sequences that are used in peptide fusions based on conven-
tional antibodies and fragments thereof (including but not
limited to ScFv’s and single domain antibodies). Reference
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is for example made to the review by Holliger and Hudson,
Nature Biotechnology, 23, 9, 1126-1136 (2005).

For example, such an amino acid sequence may be an
amino acid sequence that increases the half-life, the solu-
bility, or the absorption, reduces the immunogenicity or the
toxicity, eliminates or attenuates undesirable side effects,
and/or confers other advantageous properties to and/or
reduces the undesired properties of the polypeptides of the
invention, compared to the NANOBODY of the invention
per se. Some non-limiting examples of such amino acid
sequences are serum proteins, such as human serum albumin
(see for example WO 00/27435) or haptenic molecules (for
example haptens that are recognized by circulating antibod-
ies, see for example WO 98/22141).

In particular, it has been described in the art that linking
fragments of immunoglobulins (such as V,, domains) to
serum albumin or to fragments thereof can be used to
increase the half-life. Reference is for made to WO
00/27435 and WO 01/077137). According to the invention,
the NANOBODY of the invention is preferably either
directly linked to serum albumin (or to a suitable fragment
thereof) or via a suitable linker, and in particular via a
suitable peptide linked so that the polypeptide of the inven-
tion can be expressed as a genetic fusion (protein). Accord-
ing to one specific aspect, the NANOBODY of the invention
may be linked to a fragment of serum albumin that at least
comprises the domain III of serum albumin or part thereof.
Reference is for example made to WO 07/112940 of Ablynx
N.V.

Alternatively, the further amino acid sequence may pro-
vide a second binding site or binding unit that is directed
against a serum protein (such as, for example, human serum
albumin or another serum protein such as Ig@G), so as to
provide increased half-life in serum. Such amino acid
sequences for example include the NANOBODIES
described below, as well as the small peptides and binding
proteins described in WO 91/01743, WO 01/45746 and WO
02/076489 and the dAb’s described in WO 03/002609 and
WO 04/003019. Reference is also made to Harmsen et al.,
Vaccine, 23 (41); 4926-42, 2005, as well as to EP 0 368 684,
as well as to the following the U.S. provisional applications
60/843,349 (see also PCT/EP2007/059475), 60/850,774
(see also PCT/EP2007/060849), 60/850,775 (see also PCT/
EP2007/060850) by Ablynx N.V. mentioned herein and US
provisional application of Ablynx N.V. entitled “Peptides
capable of binding to serum proteins” filed on Dec. 5, 2006
(see also PCT/EP2007/063348).

Such amino acid sequences may in particular be directed
against serum albumin (and more in particular human serum
albumin) and/or against IgG (and more in particular human
IgG). For example, such amino acid sequences may be
amino acid sequences that are directed against (human)
serum albumin and amino acid sequences that can bind to
amino acid residues on (human) serum albumin that are not
involved in binding of serum albumin to FcRn (see for
example WO 06/0122787) and/or amino acid sequences that
are capable of binding to amino acid residues on serum
albumin that do not form part of domain III of serum
albumin (see again for example WO 06/0122787); amino
acid sequences that have or can provide an increased half-
life (see for example WO 08/028977 by Ablynx N.V.);
amino acid sequences against human serum albumin that are
cross-reactive with serum albumin from at least one species
of mammal, and in particular with at least one species of
primate (such as, without limitation, monkeys from the
genus Macaca (such as, and in particular, cynomolgus
monkeys (Macaca fascicularis) and/or rhesus monkeys
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(Macaca mulatta)) and baboon (Papio ursinus), reference is
again made to the U.S. provisional application 60/843,349
and PCT/EP2007/059475); amino acid sequences that can
bind to serum albumin in a pH independent manner (see for
example the U.S. provisional application 60/850,774 by
Ablynx N.V. entitled “Amino acid sequences that bind to
serum proteins in a manner that is essentially independent of
the pH, compounds comprising the same, and uses thereof”,
filed on Oct. 11, 2006; see also and PCT/EP2007/059475)
and/or amino acid sequences that are conditional binders
(see for example the U.S. provisional application 60/850,
775 by Ablynx N.V. entitled “Amino acid sequences that
bind to a desired molecule in a conditional manner”, filed on
Oct. 11, 2006; see also PCT/EP2007/060850).

According to another aspect, the one or more further
amino acid sequences may comprise one or more parts,
fragments or domains of conventional 4-chain antibodies
(and in particular human antibodies) and/or of heavy chain
antibodies. For example, although usually less preferred, a
NANOBODY of the invention may be linked to a conven-
tional (preferably human) V, or V, domain or to a natural
or synthetic analog of a V; or V, domain, again optionally
via a linker sequence (including but not limited to other
(single) domain antibodies, such as the dAb’s described by
Ward et al.).

The at least one NANOBODY may also be linked to one
or more (preferably human) C,1, C,2 and/or C.,3 domains,
optionally via a linker sequence. For instance, a NANO-
BODY linked to a suitable C,1 domain could for example
be used—together with suitable light chains—to generate
antibody fragments/structures analogous to conventional
Fab fragments or F(ab'), fragments, but in which one or (in
case of an F(ab'), fragment) one or both of the conventional
V,; domains have been replaced by a NANOBODY of the
invention. Also, two NANOBODIES could be linked to a
C.3 domain (optionally via a linker) to provide a construct
with increased half-life in vivo.

According to one specific aspect of a polypeptide of the
invention, one or more NANOBODIES of the invention
may be linked (optionally via a suitable linker or hinge
region) to one or more constant domains (for example, 2 or
3 constant domains that can be used as part of/to form an Fc
portion), to an Fc portion and/or to one or more antibody
parts, fragments or domains that confer one or more effector
functions to the polypeptide of the invention and/or may
confer the ability to bind to one or more Fc receptors. For
example, for this purpose, and without being limited thereto,
the one or more further amino acid sequences may comprise
one or more C,2 and/or C,3 domains of an antibody, such
as from a heavy chain antibody (as described herein) and
more preferably from a conventional human 4-chain anti-
body; and/or may form (part of) and Fe region, for example
from IgG (e.g. from IgG1l, IgG2, IgG3 or IgG4), from IgE
or from another human Ig such as IgA, IgD or IgM. For
example, WO 94/04678 describes heavy chain antibodies
comprising a Camelid V;; domain or a humanized deriva-
tive thereof (i.e. a NANOBODY), in which the Camelidae
C;2 and/or C,,3 domain have been replaced by human C2
and C,3 domains, so as to provide an immunoglobulin that
consists of 2 heavy chains each comprising a NANOBODY
and human C,2 and C,3 domains (but no C,1 domain),
which immunoglobulin has the effector function provided by
the C,2 and C,3 domains and which immunoglobulin can
function without the presence of any light chains. Other
amino acid sequences that can be suitably linked to the
NANOBODIES of the invention so as to provide an effector
function will be clear to the skilled person, and may be
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chosen on the basis of the desired effector function(s).
Reference is for example made to WO 04/058820, WO
99/42077, WO 02/056910 and WO 05/017148, as well as the
review by Holliger and Hudson, supra and to the non-
prepublished US provisional application by Ablynx N.V.
entitled “Constructs comprising single variable domains and
an Fc portion derived from IgE” which has a filing date of
Dec. 4, 2007. Coupling of a NANOBODY of the invention
to an Fc portion may also lead to an increased half-life,
compared to the corresponding NANOBODY of the inven-
tion. For some applications, the use of an Fc portion and/or
of constant domains (i.e. C;2 and/or C,3 domains) that
confer increased half-life without any biologically signifi-
cant effector function may also be suitable or even preferred.
Other suitable constructs comprising one or more NANO-
BODIES and one or more constant domains with increased
half-life in vivo will be clear to the skilled person, and may
for example comprise two NANOBODIES linked to a C,3
domain, optionally via a linker sequence. Generally, any
fusion protein or derivatives with increased half-life will
preferably have a molecular weight of more than 50 kD, the
cut-off value for renal absorption.

In another one specific, but non-limiting, aspect, in order
to form a polypeptide of the invention, one or more amino
acid sequences of the invention may be linked (optionally
via a suitable linker or hinge region) to naturally occurring,
synthetic or semisynthetic constant domains (or analogs,
variants, mutants, parts or fragments thereof) that have a
reduced (or essentially no) tendency to self-associate into
dimers (i.e. compared to constant domains that naturally
occur in conventional 4-chain antibodies). Such monomeric
(i.e. not self-associating) Fc chain variants, or fragments
thereof, will be clear to the skilled person. For example,
Helm et al., J Biol Chem 1996 271 7494, describe mono-
meric Fce chain variants that can be used in the polypeptide
chains of the invention.

Also, such monomeric Fc chain variants are preferably
such that they are still capable of binding to the complement
or the relevant Fc receptor(s) (depending on the Fc portion
from which they are derived), and/or such that they still have
some or all of the effector functions of the Fc portion from
which they are derived (or at a reduced level still suitable for
the intended use). Alternatively, in such a polypeptide chain
of the invention, the monomeric Fc chain may be used to
confer increased half-life upon the polypeptide chain, in
which case the monomeric Fc chain may also have no or
essentially no effector functions.

Bivalent/multivalent, bispecific/multispecific or
biparatopic/multiparatopic polypeptides of the invention
may also be linked to Fc portions, in order to provide
polypeptide constructs of the type that is described in the
non-prepublished US provisional application U.S. 61/005,
331 entitled “immunoglobulin constructs” filed on Dec. 4,
2007.

The further amino acid sequences may also form a signal
sequence or leader sequence that directs secretion of the
NANOBODY or the polypeptide of the invention from a
host cell upon synthesis (for example to provide a pre-, pro-
or prepro-form of the polypeptide of the invention, depend-
ing on the host cell used to express the polypeptide of the
invention).

The further amino acid sequence may also form a
sequence or signal that allows the NANOBODY or poly-
peptide of the invention to be directed towards and/or to
penetrate or enter into specific organs, tissues, cells, or parts
or compartments of cells, and/or that allows the NANO-
BODY or polypeptide of the invention to penetrate or cross
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a biological barrier such as a cell membrane, a cell layer
such as a layer of epithelial cells, a tumor including solid
tumors, or the blood-brain-barrier. Suitable examples of
such amino acid sequences will be clear to the skilled
person, and for example include, but are not limited to, the
“Peptrans” vectors mentioned above, the sequences
described by Cardinale et al. and the amino acid sequences
and antibody fragments known per se that can be used to
express or produce the NANOBODIES and polypeptides of
the invention as so-called “intrabodies”, for example as
described in WO 94/02610, WO 95/22618, U.S. Pat. No.
7,004,940, WO 03/014960, WO 99/07414; WO 05/01690;
EP 1 512 696; and in Cattaneo, A. & Biocca, S. (1997)
Intracellular Antibodies: Development and Applications.
Landes and Springer-Verlag; and in Kontermann, Methods
34, (2004), 163-170, and the further references described
therein.

For some applications, in particular for those applications
in which it is intended to kill a cell that expresses the target
against which the NANOBODIES of the invention are
directed (e.g. in the treatment of cancer), or to reduce or slow
the growth and/or proliferation of such a cell, the NANO-
BODIES of the invention may also be linked to a (cyto)toxic
protein or polypeptide. Examples of such toxic proteins and
polypeptides which can be linked to a NANOBODY of the
invention to provide—for example—a cytotoxic polypep-
tide of the invention will be clear to the skilled person and
can for example be found in the prior art cited above and/or
in the further description herein. One example is the so-
called ADEPT™ technology described in WO 03/055527.

According to one preferred, but non-limiting aspect, said
one or more further amino acid sequences comprise at least
one further NANOBODY, so as to provide a polypeptide of
the invention that comprises at least two, such as three, four,
five or more NANOBODIES, in which said NANOBODIES
may optionally be linked via one or more linker sequences
(as defined herein). Polypeptides of the invention that com-
prise two or more NANOBODIES, of which at least one is
a NANOBODY of the invention, will also be referred to
herein as “multivalent” polypeptides of the invention, and
the NANOBODIES present in such polypeptides will also
be referred to herein as being in a “multivalent format”. For
example a “bivalent” polypeptide of the invention comprises
two NANOBODIES, optionally linked via a linker
sequence, whereas a “trivalent” polypeptide of the invention
comprises three NANOBODIES, optionally linked via two
linker sequences; etc.; in which at least one of the NANO-
BODIES present in the polypeptide, and up to all of the
NANOBODIES present in the polypeptide, is/are a NANO-
BODY of the invention.

In a multivalent polypeptide of the invention, the two or
more NANOBODIES may be the same or different, and may
be directed against the same antigen or antigenic determi-
nant (for example against the same part(s) or epitope(s) or
against different parts or epitopes) or may alternatively be
directed against different antigens or antigenic determinants;
or any suitable combination thereof. For example, a bivalent
polypeptide of the invention may comprise (a) two identical
NANOBODIES; (b) a first NANOBODY directed against a
first antigenic determinant of a protein or antigen and a
second NANOBODY directed against the same antigenic
determinant of said protein or antigen which is different
from the first NANOBODY; (¢) a first NANOBODY
directed against a first antigenic determinant of a protein or
antigen and a second NANOBODY directed against another
antigenic determinant of said protein or antigen; or (d) a first
NANOBODY directed against a first protein or antigen and
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a second NANOBODY directed against a second protein or
antigen (i.e. different from said first antigen). Similarly, a
trivalent polypeptide of the invention may, for example and
without being limited thereto. comprise (a) three identical
NANOBODIES; (b) two identical NANOBODY against a
first antigenic determinant of an antigen and a third NANO-
BODY directed against a different antigenic determinant of
the same antigen; (c) two identical NANOBODY against a
first antigenic determinant of an antigen and a third NANO-
BODY directed against a second antigen different from said
first antigen; (d) a first NANOBODY directed against a first
antigenic determinant of a first antigen, a second NANO-
BODY directed against a second antigenic determinant of
said first antigen and a third NANOBODY directed against
a second antigen different from said first antigen; or (e) a
first NANOBODY directed against a first antigen, a second
NANOBODY directed against a second antigen different
from said first antigen, and a third NANOBODY directed
against a third antigen different from said first and second
antigen.

Polypeptides of the invention that contain at least two
NANOBODIES, in which at least one NANOBODY is
directed against a first antigen (i.e. against RANK-L) and at
least one NANOBODY is directed against a second antigen
(i.e. different from RANK-L), will also be referred to as
“multispecific” polypeptides of the invention, and the
NANOBODIES present in such polypeptides will also be
referred to herein as being in a “multispecific format”. Thus,
for example, a “bispecific” polypeptide of the invention is a
polypeptide that comprises at least one NANOBODY
directed against a first antigen (i.e. RANK-L) and at least
one further NANOBODY directed against a second antigen
(i.e. different from RANK-L), whereas a “trispecific” poly-
peptide of the invention is a polypeptide that comprises at
least one NANOBODY directed against a first antigen (i.e.
RANK-L), at least one further NANOBODY directed
against a second antigen (i.e. different from RANK-L) and
at least one further NANOBODY directed against a third
antigen (i.e. different from both RANK-L, and the second
antigen); etc.

Accordingly, in its simplest form, a bispecific polypeptide
of'the invention is a bivalent polypeptide of the invention (as
defined herein), comprising a first NANOBODY directed
against RANK-L, and a second NANOBODY directed
against a second antigen, in which said first and second
NANOBODY may optionally be linked via a linker
sequence (as defined herein); whereas a trispecific polypep-
tide of the invention in its simplest form is a trivalent
polypeptide of the invention (as defined herein), comprising
a first NANOBODY directed against RANK-L,, a second
NANOBODY directed against a second antigen and a third
NANOBODY directed against a third antigen, in which said
first, second and third NANOBODY may optionally be
linked via one or more, and in particular one and more, in
particular two, linker sequences.

However, as will be clear from the description herein-
above, the invention is not limited thereto, in the sense that
a multispecific polypeptide of the invention may comprise at
least one NANOBODY against RANK-L, and any number
of NANOBODIES directed against one or more antigens
different from RANK-L.

Furthermore, although it is encompassed within the scope
of the invention that the specific order or arrangement of the
various NANOBODIES in the polypeptides of the invention
may have some influence on the properties of the final
polypeptide of the invention (including but not limited to the
affinity, specificity or avidity for RANK-L, or against the
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one or more other antigens), said order or arrangement is
usually not critical and may be suitably chosen by the skilled
person, optionally after some limited routine experiments
based on the disclosure herein. Thus, when reference is
made to a specific multivalent or multispecific polypeptide
of the invention, it should be noted that this encompasses
any order or arrangements of the relevant NANOBODIES,
unless explicitly indicated otherwise.

Finally, it is also within the scope of the invention that the
polypeptides of the invention contain two or more NANO-
BODIES and one or more further amino acid sequences (as
mentioned herein).

For multivalent and multispecific polypeptides containing
one or more V ;; domains and their preparation, reference is
also made to Conrath et al., J. Biol. Chem., Vol. 276, 10.
7346-7350, 2001; Muyldermans, Reviews in Molecular Bio-
technology 74 (2001), 277-302; as well as to for example
WO 96/34103 and WO 99/23221. Some other examples of
some specific multispecific and/or multivalent polypeptide
of the invention can be found in the applications by Ablynx
N.V. referred to herein.

One preferred, but non-limiting example of a multispe-
cific polypeptide of the invention comprises at least one
NANOBODY of the invention and at least one NANO-
BODY that provides for an increased half-life. Such NANO-
BODIES may for example be NANOBODIES that are
directed against a serum protein, and in particular a human
serum protein, such as human serum albumin, thyroxine-
binding protein, (human) transferrin, fibrinogen, an immu-
noglobulin such as IgG, IgE or IgM, or against one of the
serum proteins listed in WO 04/003019. Of these, NANO-
BODIES that can bind to serum albumin (and in particular
human serum albumin) or to IgG (and in particular human
IgG, see for example NANOBODY VH-1 described in the
review by Muyldermans, supra) are particularly preferred
(although for example, for experiments in mice or primates,
NANOBODIES against or cross-reactive with mouse serum
albumin (MSA) or serum albumin from said primate,
respectively, can be used. However, for pharmaceutical use,
NANOBODIES against human serum albumin or human
IgG will usually be preferred). NANOBODIES that provide
for increased half-life and that can be used in the polypep-
tides of the invention include the NANOBODIES directed
against serum albumin that are described in WO 04/041865,
in WO 06/122787 and in the further patent applications by
Ablynx N.V,, such as those mentioned above.

For example, the some preferred NANOBODIES that
provide for increased half-life for use in the present inven-
tion include NANOBODIES that can bind to amino acid
residues on (human) serum albumin that are not involved in
binding of serum albumin to FcRn (see for example WO
06/0122787); NANOBODIES that are capable of binding to
amino acid residues on serum albumin that do not form part
of domain III of serum albumin (see for example WO
06/0122787); NANOBODIES that have or can provide an
increased half-life (see for example the U.S. provisional
application 60/843,349 by Ablynx N.V mentioned herein;
see also PCT/EP2007/059475); NANOBODIES against
human serum albumin that are cross-reactive with serum
albumin from at least one species of mammal, and in
particular with at least one species of primate (such as,
without limitation, monkeys from the genus Macaca (such
as, and in particular, cynomolgus monkeys (Macaca fas-
cicularis) and/or rhesus monkeys (Macaca mulatta)) and
baboon (Papio ursinus)) (see for example the U.S. provi-
sional application 60/843,349 by Ablynx N.V; see also
PCT/EP2007/059475); NANOBODIES that can bind to
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serum albumin in a pH independent manner (see for
example the U.S. provisional application 60/850,774 by
Ablynx N.V.; see also PCT/EP2007/060849) and/or NANO-
BODIES that are conditional binders (see for example the
U.S. provisional application 60/850,775 by Ablynx N.V.; see
also PCT/EP2007/060850).

Some particularly preferred NANOBODIES that provide
for increased half-life and that can be used in the polypep-
tides of the invention include the NANOBODIES ALB-1 to
ALB-10 disclosed in WO 06/122787 (see Tables II and III)
of which ALB-8 (SEQ ID NO: 62 in WO 06/122787) is
particularly preferred.

Some preferred, but non-limiting examples of polypep-
tides of the invention that comprise at least one NANO-
BODY of the invention and at least one NANOBODY that
provides for increased half-life are given in SEQ ID NO’s
694-729 and 759-760.

According to a specific, but non-limiting aspect of the
invention, the polypeptides of the invention contain, besides
the one or more NANOBODIES of the invention, at least
one NANOBODY against human serum albumin.

Generally, any polypeptides of the invention with
increased half-life that contain one or more NANOBODIES
of the invention, and any derivatives of NANOBODIES of
the invention or of such polypeptides that have an increased
half-life, preferably have a half-life that is at least 1.5 times,
preferably at least 2 times, such as at least 5 times, for
example at least 10 times or more than 20 times, greater than
the half-life of the corresponding NANOBODY of the
invention per se. For example, such a derivative or poly-
peptides with increased half-life may have a half-life that is
increased with more than 1 hours, preferably more than 2
hours, more preferably more than 6 hours, such as more than
12 hours, or even more than 24, 48 or 72 hours, compared
to the corresponding NANOBODY of the invention per se.

In a preferred, but non-limiting aspect of the invention,
such derivatives or polypeptides may exhibit a serum half-
life in human of at least about 12 hours, preferably at least
24 hours, more preferably at least 48 hours, even more
preferably at least 72 hours or more. For example, such
derivatives or polypeptides may have a half-life of at least 5
days (such as about 5 to 10 days), preferably at least 9 days
(such as about 9 to 14 days), more preferably at least about
10 days (such as about 10 to 15 days), or at least about 11
days (such as about 11 to 16 days), more preferably at least
about 12 days (such as about 12 to 18 days or more), or more
than 14 days (such as about 14 to 19 days).

According to one aspect of the invention the polypeptides
are capable of binding to one or more molecules which can
increase the half-life of the polypeptide in vivo.

The polypeptides of the invention are stabilised in vivo
and their half-life increased by binding to molecules which
resist degradation and/or clearance or sequestration. Typi-
cally, such molecules are naturally occurring proteins which
themselves have a long half-life in vivo.

Another preferred, but non-limiting example of a multi-
specific polypeptide of the invention comprises at least one
NANOBODY of the invention and at least one NANO-
BODY that directs the polypeptide of the invention towards,
and/or that allows the polypeptide of the invention to
penetrate or to enter into specific organs, tissues, cells, or
parts or compartments of cells, and/or that allows the
NANOBODY to penetrate or cross a biological barrier such
as a cell membrane, a cell layer such as a layer of epithelial
cells, a tumor including solid tumors, or the blood-brain-
barrier. Examples of such NANOBODIES include NANO-
BODIES that are directed towards specific cell-surface
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proteins, markers or epitopes of the desired organ, tissue or
cell (for example cell-surface markers associated with tumor
cells), and the single-domain brain targeting antibody frag-
ments described in WO 02/057445 and WO 06/040153, of
which FC44 (SEQ ID NO: 189 of WO 06/040153) and FC5
(SEQ ID NO: 190 of WO 06/040154) are preferred
examples.

In the polypeptides of the invention, the one or more
NANOBODIES and the one or more polypeptides may be
directly linked to each other (as for example described in
WO 99/23221) and/or may be linked to each other via one
or more suitable spacers or linkers, or any combination
thereof.

Suitable spacers or linkers for use in multivalent and
multispecific polypeptides will be clear to the skilled person,
and may generally be any linker or spacer used in the art to
link amino acid sequences. Preferably, said linker or spacer
is suitable for use in constructing proteins or polypeptides
that are intended for pharmaceutical use.

Some particularly preferred spacers include the spacers
and linkers that are used in the art to link antibody fragments
or antibody domains. These include the linkers mentioned in
the general background art cited above, as well as for
example linkers that are used in the art to construct diabodies
or ScFv fragments (in this respect, however, its should be
noted that, whereas in diabodies and in ScFv fragments, the
linker sequence used should have a length, a degree of
flexibility and other properties that allow the pertinent V,
and V,; domains to come together to form the complete
antigen-binding site, there is no particular limitation on the
length or the flexibility of the linker used in the polypeptide
of the invention, since each NANOBODY by itself forms a
complete antigen-binding site).

For example, a linker may be a suitable amino acid
sequence, and in particular amino acid sequences of between
1 and 50, preferably between 1 and 30, such as between 1
and 10 amino acid residues. Some preferred examples of
such amino acid sequences include gly-ser linkers, for
example of the type (gly.ser,),, such as (for example
(gly,ser,); or (glysser,);, as described in WO 99/42077 and
the GS30, GS15, GS9 and GS7 linkers described in the
applications by Ablynx mentioned herein (see for example
WO 06/040153 and WO 06/122825), as well as hinge-like
regions, such as the hinge regions of naturally occurring
heavy chain antibodies or similar sequences (such as
described in WO 94/04678).

Some other particularly preferred linkers are poly-alanine
(such as AAA), as well as the linkers GS30 (SEQ ID NO: 85
in WO 06/122825) and GS9 (SEQ ID NO: 84 in WO
06/122825).

Other suitable linkers generally comprise organic com-
pounds or polymers, in particular those suitable for use in
proteins for pharmaceutical use. For instance, poly(ethyl-
eneglycol) moieties have been used to link antibody
domains, see for example WO 04/081026.

It is encompassed within the scope of the invention that
the length, the degree of flexibility and/or other properties of
the linker(s) used (although not critical, as it usually is for
linkers used in ScFv fragments) may have some influence on
the properties of the final polypeptide of the invention,
including but not limited to the affinity, specificity or avidity
for RANK-L, or for one or more of the other antigens. Based
on the disclosure herein, the skilled person will be able to
determine the optimal linker(s) for use in a specific poly-
peptide of the invention, optionally after some limited
routine experiments.
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For example, in multivalent polypeptides of the invention
that comprise NANOBODIES directed against a multimeric
antigen (such as a multimeric receptor or other protein), the
length and flexibility of the linker are preferably such that it
allows each NANOBODY of the invention present in the
polypeptide to bind to the antigenic determinant on each of
the subunits of the multimer. Similarly, in a multispecific
polypeptide of the invention that comprises NANOBODIES
directed against two or more different antigenic determi-
nants on the same antigen (for example against different
epitopes of an antigen and/or against different subunits of a
multimeric receptor, channel or protein), the length and
flexibility of the linker are preferably such that it allows each
NANOBODY to bind to its intended antigenic determinant.
Again, based on the disclosure herein, the skilled person will
be able to determine the optimal linker(s) for use in a
specific polypeptide of the invention, optionally after some
limited routine experiments.

It is also within the scope of the invention that the
linker(s) used confer one or more other favourable proper-
ties or functionality to the polypeptides of the invention,
and/or provide one or more sites for the formation of
derivatives and/or for the attachment of functional groups
(e.g. as described herein for the derivatives of the NANO-
BODIES of the invention). For example, linkers containing
one or more charged amino acid residues (see Table A-2
above) can provide improved hydrophilic properties,
whereas linkers that form or contain small epitopes or tags
can be used for the purposes of detection, identification
and/or purification. Again, based on the disclosure herein,
the skilled person will be able to determine the optimal
linkers for use in a specific polypeptide of the invention,
optionally after some limited routine experiments.

Finally, when two or more linkers are used in the poly-
peptides of the invention, these linkers may be the same or
different. Again, based on the disclosure herein, the skilled
person will be able to determine the optimal linkers for use
in a specific polypeptide of the invention, optionally after
some limited routine experiments.

Usually, for easy of expression and production, a poly-
peptide of the invention will be a linear polypeptide. How-
ever, the invention in its broadest sense is not limited
thereto. For example, when a polypeptide of the invention
comprises three of more NANOBODIES,; it is possible to
link them by use of a linker with three or more “arms”,
which each “arm” being linked to a NANOBODY, so as to
provide a “star-shaped” construct. It is also possible,
although usually less preferred, to use circular constructs.

The invention also comprises derivatives of the polypep-
tides of the invention, which may be essentially analogous
to the derivatives of the NANOBODIES of the invention,
i.e. as described herein.

The invention also comprises proteins or polypeptides
that “essentially consist” of a polypeptide of the invention
(in which the wording “essentially consist of”” has essentially
the same meaning as indicated hereinabove).

According to one aspect of the invention, the polypeptide
of the invention is in essentially isolated from, as defined
herein.

The amino acid sequences, NANOBODIES, polypeptides
and nucleic acids of the invention can be prepared in a
manner known per se, as will be clear to the skilled person
from the further description herein. For example, the
NANOBODIES and polypeptides of the invention can be
prepared in any manner known per se for the preparation of
antibodies and in particular for the preparation of antibody
fragments (including but not limited to (single) domain
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antibodies and ScFv fragments). Some preferred, but non-

limiting methods for preparing the amino acid sequences,

NANOBODIES, polypeptides and nucleic acids include the

methods and techniques described herein.

As will be clear to the skilled person, one particularly
useful method for preparing an amino acid sequence,
NANOBODY and/or a polypeptide of the invention gener-
ally comprises the steps of:

i) the expression, in a suitable host cell or host organism
(also referred to herein as a “host of the invention™) or in
another suitable expression system of a nucleic acid that
encodes said amino acid sequence, NANOBODY or
polypeptide of the invention (also referred to herein as a
“nucleic acid of the invention”), optionally followed by:

i) isolating and/or purifying the amino acid sequence,
NANOBODY or polypeptide of the invention thus
obtained.

In particular, such a method may comprise the steps of:
i) cultivating and/or maintaining a host of the invention

under conditions that are such that said host of the

invention expresses and/or produces at least one amino
acid sequence, NANOBODY and/or polypeptide of the
invention; optionally followed by:

i) isolating and/or purifying the amino acid sequence,
NANOBODY or polypeptide of the invention thus
obtained.

A nucleic acid of the invention can be in the form of single
or double stranded DNA or RNA, and is preferably in the
form of double stranded DNA. For example, the nucleotide
sequences of the invention may be genomic DNA, cDNA or
synthetic DNA (such as DNA with a codon usage that has
been specifically adapted for expression in the intended host
cell or host organism).

According to one aspect of the invention, the nucleic acid
of the invention is in essentially isolated from, as defined
herein.

The nucleic acid of the invention may also be in the form
of, be present in and/or be part of a vector, such as for
example a plasmid, cosmid or YAC, which again may be in
essentially isolated form.

The nucleic acids of the invention can be prepared or
obtained in a manner known per se, based on the information
on the amino acid sequences for the polypeptides of the
invention given herein, and/or can be isolated from a suit-
able natural source. To provide analogs, nucleotide
sequences encoding naturally occurring V,;; domains can
for example be subjected to site-directed mutagenesis, so at
to provide a nucleic acid of the invention encoding said
analog. Also, as will be clear to the skilled person, to prepare
a nucleic acid of the invention, also several nucleotide
sequences, such as at least one nucleotide sequence encod-
ing a NANOBODY and for example nucleic acids encoding
one or more linkers can be linked together in a suitable
manner.

Techniques for generating the nucleic acids of the inven-
tion will be clear to the skilled person and may for instance
include, but are not limited to, automated DNA synthesis;
site-directed mutagenesis; combining two or more naturally
occurring and/or synthetic sequences (or two or more parts
thereof), introduction of mutations that lead to the expres-
sion of a truncated expression product; introduction of one
or more restriction sites (e.g. to create cassettes and/or
regions that may easily be digested and/or ligated using
suitable restriction enzymes), and/or the introduction of
mutations by means of a PCR reaction using one or more
“mismatched” primers. These and other techniques will be
clear to the skilled person, and reference is again made to the
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standard handbooks, such as Sambrook et al. and Ausubel et
al., mentioned above, as well as the Examples below.

The nucleic acid of the invention may also be in the form
of, be present in and/or be part of a genetic construct, as will
be clear to the person skilled in the art. Such genetic
constructs generally comprise at least one nucleic acid of the
invention that is optionally linked to one or more elements
of genetic constructs known per se, such as for example one
or more suitable regulatory elements (such as a suitable
promoter(s), enhancer(s), terminator(s), etc.) and the further
elements of genetic constructs referred to herein. Such
genetic constructs comprising at least one nucleic acid of the
invention will also be referred to herein as “genetic con-
structs of the invention”.

The genetic constructs of the invention may be DNA or
RNA, and are preferably double-stranded DNA. The genetic
constructs of the invention may also be in a form suitable for
transformation of the intended host cell or host organism, in
a form suitable for integration into the genomic DNA of the
intended host cell or in a form suitable for independent
replication, maintenance and/or inheritance in the intended
host organism. For instance, the genetic constructs of the
invention may be in the form of a vector, such as for example
a plasmid, cosmid, YAC, a viral vector or transposon. In
particular, the vector may be an expression vector, i.e. a
vector that can provide for expression in vitro and/or in vivo
(e.g. in a suitable host cell, host organism and/or expression
system).

In a preferred but non-limiting aspect, a genetic construct
of the invention comprises
i) at least one nucleic acid of the invention; operably

connected to
i) one or more regulatory elements, such as a promoter and

optionally a suitable terminator;
and optionally also
iii) one or more further elements of genetic constructs
known per se;

in which the terms “regulatory element”, “promoter”, “ter-
minator” and “operably connected” have their usual mean-
ing in the art (as further described herein); and in which said
“further elements” present in the genetic constructs may for
example be 3'- or 5-UTR sequences, leader sequences,
selection markers, expression markers/reporter genes, and/
or elements that may facilitate or increase (the efficiency of)
transformation or integration. These and other suitable ele-
ments for such genetic constructs will be clear to the skilled
person, and may for instance depend upon the type of
construct used, the intended host cell or host organism; the
manner in which the nucleotide sequences of the invention
of interest are to be expressed (e.g. via constitutive, transient
or inducible expression); and/or the transformation tech-
nique to be used. For example, regulatory sequences, pro-
moters and terminators known per se for the expression and
production of antibodies and antibody fragments (including
but not limited to (single) domain antibodies and ScFv
fragments) may be used in an essentially analogous manner.

Preferably, in the genetic constructs of the invention, said
at least one nucleic acid of the invention and said regulatory
elements, and optionally said one or more further elements,
are “operably linked” to each other, by which is generally
meant that they are in a functional relationship with each
other. For instance, a promoter is considered “operably
linked” to a coding sequence if said promoter is able to
initiate or otherwise control/regulate the transcription and/or
the expression of a coding sequence (in which said coding
sequence should be understood as being “under the control
of” said promoter). Generally, when two nucleotide
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sequences are operably linked, they will be in the same
orientation and usually also in the same reading frame. They
will usually also be essentially contiguous, although this
may also not be required.

Preferably, the regulatory and further elements of the
genetic constructs of the invention are such that they are
capable of providing their intended biological function in the
intended host cell or host organism.

For instance, a promoter, enhancer or terminator should
be “operable” in the intended host cell or host organism, by
which is meant that (for example) said promoter should be
capable of initiating or otherwise controlling/regulating the
transcription and/or the expression of a nucleotide
sequence—e.g. a coding sequence—to which it is operably
linked (as defined herein).

Some particularly preferred promoters include, but are not
limited to, promoters known per se for the expression in the
host cells mentioned herein; and in particular promoters for
the expression in the bacterial cells, such as those mentioned
herein and/or those used in the Examples.

A selection marker should be such that it allows—i.e.
under appropriate selection conditions—host cells and/or
host organisms that have been (successfully) transformed
with the nucleotide sequence of the invention to be distin-
guished from host cells/organisms that have not been (suc-
cessfully) transformed. Some preferred, but non-limiting
examples of such markers are genes that provide resistance
against antibiotics (such as kanamycin or ampicillin), genes
that provide for temperature resistance, or genes that allow
the host cell or host organism to be maintained in the
absence of certain factors, compounds and/or (food) com-
ponents in the medium that are essential for survival of the
non-transformed cells or organisms.

A leader sequence should be such that—in the intended
host cell or host organism—it allows for the desired post-
translational modifications and/or such that it directs the
transcribed mRNA to a desired part or organelle of a cell. A
leader sequence may also allow for secretion of the expres-
sion product from said cell. As such, the leader sequence
may be any pro-, pre-, or prepro-sequence operable in the
host cell or host organism. Leader sequences may not be
required for expression in a bacterial cell. For example,
leader sequences known per se for the expression and
production of antibodies and antibody fragments (including
but not limited to single domain antibodies and ScFv frag-
ments) may be used in an essentially analogous manner.

An expression marker or reporter gene should be such
that—in the host cell or host organism—it allows for detec-
tion of the expression of (a gene or nucleotide sequence
present on) the genetic construct. An expression marker may
optionally also allow for the localisation of the expressed
product, e.g. in a specific part or organelle of a cell and/or
in (a) specific cell(s), tissue(s), organ(s) or part(s) of a
multicellular organism. Such reporter genes may also be
expressed as a protein fusion with the amino acid sequence
of the invention. Some preferred, but non-limiting examples
include fluorescent proteins such as GFP.

Some preferred, but non-limiting examples of suitable
promoters, terminator and further elements include those
that can be used for the expression in the host cells men-
tioned herein; and in particular those that are suitable for
expression in bacterial cells, such as those mentioned herein
and/or those used in the Examples below. For some (further)
non-limiting examples of the promoters, selection markers,
leader sequences, expression markers and further elements
that may be present/used in the genetic constructs of the
invention—such as terminators, transcriptional and/or trans-
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lational enhancers and/or integration factors—reference is
made to the general handbooks such as Sambrook et al. and
Ausubel et al. mentioned above, as well as to the examples
that are given in WO 95/07463, WO 96/23810, WO
95/07463, WO 95/21191, WO 97/11094, WO 97/42320,
WO 98/06737, WO 98/21355, U.S. Pat. No. 7,207,410, U.S.
Pat. No. 5,693,492 and EP 1 085 089. Other examples will
be clear to the skilled person. Reference is also made to the
general background art cited above and the further refer-
ences cited herein.

The genetic constructs of the invention may generally be
provided by suitably linking the nucleotide sequence(s) of
the invention to the one or more further elements described
above, for example using the techniques described in the
general handbooks such as Sambrook et al. and Ausubel et
al., mentioned above.

Often, the genetic constructs of the invention will be
obtained by inserting a nucleotide sequence of the invention
in a suitable (expression) vector known per se. Some pre-
ferred, but non-limiting examples of suitable expression
vectors are those used in the Examples below, as well as
those mentioned herein.

The nucleic acids of the invention and/or the genetic
constructs of the invention may be used to transform a host
cell or host organism, i.e. for expression and/or production
of the amino acid sequence, NANOBODY or polypeptide of
the invention. Suitable hosts or host cells will be clear to the
skilled person, and may for example be any suitable fungal,
prokaryotic or eukaryotic cell or cell line or any suitable
fungal, prokaryotic or eukaryotic organism, for example:

a bacterial strain, including but not limited to gram-
negative strains such as strains of Escherichia coli; of
Proteus, for example of Proteus mirabilis; of
Pseudomonas, for example of Pseudomonas fluore-
scens; and gram-positive strains such as strains of
Bacillus, for example of Bacillus subtilis or of Bacillus
brevis; of Streptomyces, for example of Streptomyces
lividans; of Staphylococcus, for example of Staphylo-
coccus carnosus; and of Lactococcus, for example of
Lactococcus lactis;

a fungal cell, including but not limited to cells from
species of Trichoderma, for example from Trichoderma
reesei;, of Neurospora, for example from Neurospora
crassa; of Sordaria, for example from Sordaria mac-
rospora; of Aspergillus, for example from Aspergillus
niger or from Aspergillus sojae; or from other filamen-
tous fungi;

a yeast cell, including but not limited to cells from species
of Saccharomyces, for example of Saccharomyces cer-
evisiae; of Schizosaccharomyces, for example of Schi-
zosaccharomyces pombe; of Pichia, for example of
Pichia pastoris or of Pichia methanolica; of Han-
senula, for example of Hansenula polymorpha; of
Kluyveromyces, for example of Kluyveromyces lactis;
of Arxula, for example of Arxula adeninivorans; of
Yarrowia, for example of Yarrowia lipolytica;

an amphibian cell or cell line, such as Xenopus oocytes;

an insect-derived cell or cell line, such as cells/cell lines
derived from lepidoptera, including but not limited to
Spodoptera SF9 and Sf21 cells or cells/cell lines
derived from Drosophila, such as Schneider and Kc
cells;

a plant or plant cell, for example in tobacco plants; and/or

a mammalian cell or cell line, for example a cell or cell
line derived from a human, a cell or a cell line from
mammals including but not limited to CHO-cells,
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BHK-cells (for example BHK-21 cells) and human

cells or cell lines such as Hel.a, COS (for example

COS-7) and PER.C6 cells;
as well as all other hosts or host cells known per se for the
expression and production of antibodies and antibody frag-
ments (including but not limited to (single) domain antibod-
ies and ScFv fragments), which will be clear to the skilled
person. Reference is also made to the general background art
cited hereinabove, as well as to for example WO 94/29457;
WO 96/34103; WO 99/42077; Frenken et al., (1998), supra;
Riechmann and Muyldermans, (1999), supra; van der Lin-
den, (2000), supra; Thomassen et al., (2002), supra; Joosten
et al., (2003), supra; Joosten et al., (2005), supra; and the
further references cited herein.

The amino acid sequences, NANOBODIES and polypep-
tides of the invention can also be introduced and expressed
in one or more cells, tissues or organs of a multicellular
organism, for example for prophylactic and/or therapeutic
purposes (e.g. as a gene therapy). For this purpose, the
nucleotide sequences of the invention may be introduced
into the cells or tissues in any suitable way, for example as
such (e.g. using liposomes) or after they have been inserted
into a suitable gene therapy vector (for example derived
from retroviruses such as adenovirus, or parvoviruses such
as adeno-associated virus). As will also be clear to the
skilled person, such gene therapy may be performed in vivo
and/or in situ in the body of a patient by administering a
nucleic acid of the invention or a suitable gene therapy
vector encoding the same to the patient or to specific cells or
a specific tissue or organ of the patient; or suitable cells
(often taken from the body of the patient to be treated, such
as explanted lymphocytes, bone marrow aspirates or tissue
biopsies) may be treated in vitro with a nucleotide sequence
of'the invention and then be suitably (re-)introduced into the
body of the patient. All this can be performed using gene
therapy vectors, techniques and delivery systems which are
well known to the skilled person, and for example described
in Culver, K. W.,; “Gene Therapy”, 1994, p. xii, Mary Ann
Liebert, Inc., Publishers, New York, N.Y.); Giordano, Nature
F Medicine 2 (1996), 534-539; Schaper, Circ. Res. 79
(1996), 911-919; Anderson, Science 256 (1992), 808-813;
Verma, Nature 389 (1994), 239; Isner, Lancet 348 (1996),
370-374; Muhlhauser, Circ. Res. 77 (1995), 1077-1086;
Onodera, Blood 91; (1998), 30-36; Verma, Gene Ther. 5
(1998), 692-699; Nabel, Ann. N.Y. Acad. Sci.: 811 (1997),
289-292; Verzeletti, Hum. Gene Ther. 9 (1998), 2243-51;
Wang, Nature Medicine 2 (1996), 714-716; WO 94/29469;
WO 97/00957, U.S. Pat. No. 5,580,859; US 5,5895466; or
Schaper, Current Opinion in Biotechnology 7 (1996), 635-
640. For example, in situ expression of ScFv fragments
(Afanasieva et al., Gene Ther., 10, 1850-1859 (2003)) and of
diabodies (Blanco et al., J. Immunol, 171, 1070-1077
(2003)) has been described in the art.

For expression of the NANOBODIES in a cell, they may
also be expressed as so-called “intrabodies”, as for example
described in WO 94/02610, WO 95/22618 and U.S. Pat. No.
7,004,940, WO 03/014960; in Cattaneo, A. & Biocca, S.
(1997) Intracellular Antibodies: Development and Applica-
tions. Landes and Springer-Verlag; and in Kontermann,
Methods 34, (2004), 163-170.

The amino acid sequences, NANOBODIES and polypep-
tides of the invention can for example also be produced in
the milk of transgenic mammals, for example in the milk of
rabbits, cows, goats or sheep (see for example U.S. Pat. No.
6,741,957, U.S. Pat. No. 6,304,489 and U.S. Pat. No.
6,849,992 for general techniques for introducing transgenes
into mammals), in plants or parts of plants including but not
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limited to their leaves, flowers, fruits, seed, roots or tubers
(for example in tobacco, maize, soybean or alfalfa) or in for
example pupae of the silkworm Bombix mori.

Furthermore, the amino acid sequences, NANOBODIES
and polypeptides of the invention can also be expressed
and/or produced in cell-free expression systems, and suit-
able examples of such systems will be clear to the skilled
person. Some preferred, but non-limiting examples include
expression in the wheat germ system; in rabbit reticulocyte
lysates; or in the E. coli Zubay system.

As mentioned above, one of the advantages of the use of
NANOBODIES is that the polypeptides based thereon can
be prepared through expression in a suitable bacterial sys-
tem, and suitable bacterial expression systems, vectors, host
cells, regulatory elements, etc., will be clear to the skilled
person, for example from the references cited above. It
should however be noted that the invention in its broadest
sense is not limited to expression in bacterial systems.

Preferably, in the invention, an (in vivo or in vitro)
expression system, such as a bacterial expression system, is
used that provides the polypeptides of the invention in a
form that is suitable for pharmaceutical use, and such
expression systems will again be clear to the skilled person.
As also will be clear to the skilled person, polypeptides of
the invention suitable for pharmaceutical use can be pre-
pared using techniques for peptide synthesis.

For production on industrial scale, preferred heterologous
hosts for the (industrial) production of NANOBODIES or
NANOBODY-containing protein therapeutics include
strains of E. coli, Pichia pastoris, S. cerevisiae that are
suitable for large scale expression/production/fermentation,
and in particular for large scale pharmaceutical (i.e. GMP
grade) expression/production/fermentation. Suitable
examples of such strains will be clear to the skilled person.
Such strains and production/expression systems are also
made available by companies such as Biovitrum (Uppsala,
Sweden).

Alternatively, mammalian cell lines, in particular Chinese
hamster ovary (CHO) cells, can be used for large scale
expression/production/fermentation, and in particular for
large scale pharmaceutical expression/production/fermenta-
tion. Again, such expression/production systems are also
made available by some of the companies mentioned above.

The choice of the specific expression system would
depend in part on the requirement for certain post-transla-
tional modifications, more specifically glycosylation. The
production of a NANOBODY-containing recombinant pro-
tein for which glycosylation is desired or required would
necessitate the use of mammalian expression hosts that have
the ability to glycosylate the expressed protein. In this
respect, it will be clear to the skilled person that the
glycosylation pattern obtained (i.e. the kind, number and
position of residues attached) will depend on the cell or cell
line that is used for the expression. Preferably, either a
human cell or cell line is used (i.e. leading to a protein that
essentially has a human glycosylation pattern) or another
mammalian cell line is used that can provide a glycosylation
pattern that is essentially and/or functionally the same as
human glycosylation or at least mimics human glycosy-
lation. Generally, prokaryotic hosts such as E. coli do not
have the ability to glycosylate proteins, and the use of lower
eukaryotes such as yeast usually leads to a glycosylation
pattern that differs from human glycosylation. Nevertheless,
it should be understood that all the foregoing host cells and
expression systems can be used in the invention, depending
on the desired amino acid sequence, NANOBODY or poly-
peptide to be obtained.
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Thus, according to one non-limiting aspect of the inven-
tion, the amino acid sequence, NANOBODY or polypeptide
of the invention is glycosylated. According to another non-
limiting aspect of the invention, the amino acid sequence,
NANOBODY or polypeptide of the invention is non-glyco-
sylated.

According to one preferred, but non-limiting aspect of the
invention, the amino acid sequence, NANOBODY or poly-
peptide of the invention is produced in a bacterial cell, in
particular a bacterial cell suitable for large scale pharma-
ceutical production, such as cells of the strains mentioned
above.

According to another preferred, but non-limiting aspect of
the invention, the amino acid sequence, NANOBODY or
polypeptide of the invention is produced in a yeast cell, in
particular a yeast cell suitable for large scale pharmaceutical
production, such as cells of the species mentioned above.

According to yet another preferred, but non-limiting
aspect of the invention, the amino acid sequence, NANO-
BODY or polypeptide of the invention is produced in a
mammalian cell, in particular in a human cell or in a cell of
a human cell line, and more in particular in a human cell or
in a cell of a human cell line that is suitable for large scale
pharmaceutical production, such as the cell lines mentioned
hereinabove.

When expression in a host cell is used to produce the
amino acid sequences, NANOBODIES and the polypeptides
of the invention, the amino acid sequences, NANOBODIES
and polypeptides of the invention can be produced either
intracellullarly (e.g. in the cytosol, in the periplasma or in
inclusion bodies) and then isolated from the host cells and
optionally further purified; or can be produced extracellu-
larly (e.g. in the medium in which the host cells are cultured)
and then isolated from the culture medium and optionally
further purified. When eukaryotic host cells are used, extra-
cellular production is usually preferred since this consider-
ably facilitates the further isolation and downstream pro-
cessing of the NANOBODIES and proteins obtained.
Bacterial cells such as the strains of . coli mentioned above
normally do not secrete proteins extracellularly, except for a
few classes of proteins such as toxins and hemolysin, and
secretory production in E. coli refers to the translocation of
proteins across the inner membrane to the periplasmic space.
Periplasmic production provides several advantages over
cytosolic production. For example, the N-terminal amino
acid sequence of the secreted product can be identical to the
natural gene product after cleavage of the secretion signal
sequence by a specific signal peptidase. Also, there appears
to be much less protease activity in the periplasm than in the
cytoplasm. In addition, protein purification is simpler due to
fewer contaminating proteins in the periplasm. Another
advantage is that correct disulfide bonds may form because
the periplasm provides a more oxidative environment than
the cytoplasm. Proteins overexpressed in E. coli are often
found in insoluble aggregates, so-called inclusion bodies.
These inclusion bodies may be located in the cytosol or in
the periplasm; the recovery of biologically active proteins
from these inclusion bodies requires a denaturation/refold-
ing process. Many recombinant proteins, including thera-
peutic proteins, are recovered from inclusion bodies. Alter-
natively, as will be clear to the skilled person, recombinant
strains of bacteria that have been genetically modified so as
to secrete a desired protein, and in particular an amino acid
sequence, NANOBODY or a polypeptide of the invention,
can be used.

Thus, according to one non-limiting aspect of the inven-
tion, the amino acid sequence, NANOBODY or polypeptide
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of'the invention is an amino acid sequence, NANOBODY or
polypeptide that has been produced intracellularly and that
has been isolated from the host cell, and in particular from
a bacterial cell or from an inclusion body in a bacterial cell.
According to another non-limiting aspect of the invention,
the amino acid sequence, NANOBODY or polypeptide of
the invention is an amino acid sequence, NANOBODY or
polypeptide that has been produced extracellularly, and that
has been isolated from the medium in which the host cell is
cultivated.
Some preferred, but non-limiting promoters for use with
these host cells include,
for expression in E. coli: lac promoter (and derivatives
thereof such as the lacUV5 promoter); arabinose pro-
moter; left- (PL) and rightward (PR) promoter of phage
lambda; promoter of the trp operon; hybrid lac/trp
promoters (tac and trc); T7-promoter (more specifically
that of T7-phage gene 10) and other T-phage promot-
ers; promoter of the Tn10 tetracycline resistance gene;
engineered variants of the above promoters that include
one or more copies of an extraneous regulatory opera-
tor sequence; for expression in S. cerevisiae: constitu-
tive: ADHI1 (alcohol dehydrogenase 1), ENO (enolase),
CYC1 (cytochrome c iso-1), GAPDH (glyceralde-
hydes-3-phosphate dehydrogenase), PGK1 (phospho-
glycerate kinase), PYK1 (pyruvate kinase); regulated:
GAL1,10,7 (galactose metabolic enzymes), ADH2 (al-
cohol dehydrogenase 2), PHOS (acid phosphatase),
CUPI1 (copper metallothionein); heterologous: CaMV
(cauliflower mosaic virus 35S promoter);
for expression in Pichia pastoris: the AOX1 promoter
(alcohol oxidase I);
for expression in mammalian cells: human cytomegalo-
virus (hCMV) immediate early enhancer/promoter;
human cytomegalovirus (hCMV) immediate early pro-
moter variant that contains two tetracycline operator
sequences such that the promoter can be regulated by
the Tet repressor; Herpes Simplex Virus thymidine
kinase (TK) promoter; Rous Sarcoma Virus long ter-
minal repeat (RSV LTR) enhancer/promoter; elonga-
tion factor la (hEF-1a) promoter from human, chim-
panzee, mouse or rat; the SV40 early promoter; HIV-1
long terminal repeat promoter; [-actin promoter;
Some preferred, but non-limiting vectors for use with
these host cells include:
vectors for expression in mammalian cells: pMAMneo
(Clontech), pcDNA3 (Invitrogen), pMClneo (Strata-
gene), pSGS (Stratagene), EBO-pSV2-neo (ATCC
37593), pBPV-1 (8-2) (ATCC 37110), pdBPV-MMT-
neo (342-12) (ATCC 37224), pRSVgpt (ATCC37199),
pRSVneo (ATCC37198), pSV2-dhir (ATCC 37146),
pUCTag (ATCC 37460) and 1ZD35 (ATCC 37565), as
well as viral-based expression systems, such as those
based on adenovirus;
vectors for expression in bacterial cells: pET vectors
(Novagen) and pQE vectors (Qiagen);
vectors for expression in yeast or other fungal cells:
pYES2 (Invitrogen) and Pichia expression vectors (In-
vitrogen);
vectors for expression in insect cells: pBlueBacll (Invit-
rogen) and other baculovirus vectors
vectors for expression in plants or plant cells: for example
vectors based on cauliflower mosaic virus or tobacco
mosaic virus, suitable strains of Agrobacterium, or
Ti-plasmid based vectors.
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Some preferred, but non-limiting secretory sequences for
use with these host cells include:

for use in bacterial cells such as E. coli: PelB, Bla, OmpA,

OmpC, OmpF, OmpT, StIl, PhoA, PhoE, MalE, Lpp,
LamB, and the like; TAT signal peptide, hemolysin
C-terminal secretion signal;

for use in yeast: a-mating factor prepro-sequence, phos-

phatase (phol), invertase (Suc), etc.;

for use in mammalian cells: indigenous signal in case the

target protein is of eukaryotic origin; murine Ig K-chain
V-12-C signal peptide; etc.

Suitable techniques for transforming a host or host cell of
the invention will be clear to the skilled person and may
depend on the intended host cell/host organism and the
genetic construct to be used. Reference is again made to the
handbooks and patent applications mentioned above.

After transformation, a step for detecting and selecting
those host cells or host organisms that have been success-
fully transformed with the nucleotide sequence/genetic con-
struct of the invention may be performed. This may for
instance be a selection step based on a selectable marker
present in the genetic construct of the invention or a step
involving the detection of the amino acid sequence of the
invention, e.g. using specific antibodies.

The transformed host cell (which may be in the form or
a stable cell line) or host organisms (which may be in the
form of a stable mutant line or strain) form further aspects
of the present invention.

Preferably, these host cells or host organisms are such that
they express, or are (at least) capable of expressing (e.g.
under suitable conditions), an amino acid sequence, NANO-
BODY or polypeptide of the invention (and in case of a host
organism: in at least one cell, part, tissue or organ thereof).
The invention also includes further generations, progeny
and/or offspring of the host cell or host organism of the
invention, that may for instance be obtained by cell division
or by sexual or asexual reproduction.

To produce/obtain expression of the amino acid sequences
of the invention, the transformed host cell or transformed
host organism may generally be kept, maintained and/or
cultured under conditions such that the (desired) amino acid
sequence, NANOBODY or polypeptide of the invention is
expressed/produced. Suitable conditions will be clear to the
skilled person and will usually depend upon the host cell/
host organism used, as well as on the regulatory elements
that control the expression of the (relevant) nucleotide
sequence of the invention. Again, reference is made to the
handbooks and patent applications mentioned above in the
paragraphs on the genetic constructs of the invention.

Generally, suitable conditions may include the use of a
suitable medium, the presence of a suitable source of food
and/or suitable nutrients, the use of a suitable temperature,
and optionally the presence of a suitable inducing factor or
compound (e.g. when the nucleotide sequences of the inven-
tion are under the control of an inducible promoter); all of
which may be selected by the skilled person. Again, under
such conditions, the amino acid sequences of the invention
may be expressed in a constitutive manner, in a transient
manner, or only when suitably induced.

It will also be clear to the skilled person that the amino
acid sequence, NANOBODY or polypeptide of the inven-
tion may (first) be generated in an immature form (as
mentioned above), which may then be subjected to post-
translational modification, depending on the host cell/host
organism used. Also, the amino acid sequence, NANO-
BODY or polypeptide of the invention may be glycosylated,
again depending on the host cell/host organism used.

20

25

30

35

40

45

55

144

The amino acid sequence, NANOBODY or polypeptide
of the invention may then be isolated from the host cell/host
organism and/or from the medium in which said host cell or
host organism was cultivated, using protein isolation and/or
purification techniques known per se, such as (preparative)
chromatography and/or electrophoresis techniques, differ-
ential precipitation techniques, affinity techniques (e.g.
using a specific, cleavable amino acid sequence fused with
the amino acid sequence, NANOBODY or polypeptide of
the invention) and/or preparative immunological techniques
(i.e. using antibodies against the amino acid sequence to be
isolated).

Generally, for pharmaceutical use, the polypeptides of the
invention may be formulated as a pharmaceutical prepara-
tion or compositions comprising at least one polypeptide of
the invention and at least one pharmaceutically acceptable
carrier, diluent or excipient and/or adjuvant, and optionally
one or more further pharmaceutically active polypeptides
and/or compounds. By means of non-limiting examples,
such a formulation may be in a form suitable for oral
administration, for parenteral administration (such as by
intravenous, intramuscular or subcutaneous injection or
intravenous infusion), for topical administration, for admin-
istration by inhalation, by a skin patch, by an implant, by a
suppository, etc. Such suitable administration forms—which
may be solid, semi-solid or liquid, depending on the manner
of administration—as well as methods and carriers for use in
the preparation thereof, will be clear to the skilled person,
and are further described herein.

Thus, in a further aspect, the invention relates to a
pharmaceutical composition that contains at least one amino
acid of the invention, at least one NANOBODY of the
invention or at least one polypeptide of the invention and at
least one suitable carrier, diluent or excipient (i.e. suitable
for pharmaceutical use), and optionally one or more further
active substances.

Generally, the amino acid sequences, NANOBODIES and
polypeptides of the invention can be formulated and admin-
istered in any suitable manner known per se, for which
reference is for example made to the general background art
cited above (and in particular to WO 04/041862, WO
04/041863, WO 04/041865, WO 04/041867 and WO
08/020079) as well as to the standard handbooks, such as
Remington’s Pharmaceutical Sciences, 18 Ed., Mack Pub-
lishing Company, USA (1990) or Remington, the Science
and Practice of Pharmacy, 21st Edition, Lippincott Williams
and Wilkins (2005); or the Handbook of Therapeutic Anti-
bodies (S. Dubel, Ed.), Wiley, Weinheim, 2007 (see for
example pages 252-255).

For example, the amino acid sequences, NANOBODIES
and polypeptides of the invention may be formulated and
administered in any manner known per se for conventional
antibodies and antibody fragments (including ScFv’s and
diabodies) and other pharmaceutically active proteins. Such
formulations and methods for preparing the same will be
clear to the skilled person, and for example include prepa-
rations suitable for parenteral administration (for example
intravenous, intraperitoneal, subcutaneous, intramuscular,
intraluminal, intra-arterial or intrathecal administration) or
for topical (i.e. transdermal or intradermal) administration.

Preparations for parenteral administration may for
example be sterile solutions, suspensions, dispersions or
emulsions that are suitable for infusion or injection. Suitable
carriers or diluents for such preparations for example
include, without limitation, sterile water and aqueous buffers
and solutions such as physiological phosphate-buffered
saline, Ringer’s solutions, dextrose solution, and Hank’s
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solution; water oils; glycerol; ethanol; glycols such as pro-
pylene glycol or as well as mineral oils, animal oils and
vegetable oils, for example peanut oil, soybean oil, as well
as suitable mixtures thereof. Usually, aqueous solutions or
suspensions will be preferred.

The amino acid sequences, NANOBODIES and polypep-
tides of the invention can also be administered using gene
therapy methods of delivery. See, e.g., U.S. Pat. No. 5,399,
346, which is incorporated by reference in its entirety. Using
a gene therapy method of delivery, primary cells transfected
with the gene encoding an amino acid sequence, NANO-
BODY or polypeptide of the invention can additionally be
transfected with tissue specific promoters to target specific
organs, tissue, grafts, tumors, or cells and can additionally be
transfected with signal and stabilization sequences for sub-
cellularly localized expression.

Thus, the amino acid sequences, NANOBODIES and
polypeptides of the invention may be systemically admin-
istered, e.g., orally, in combination with a pharmaceutically
acceptable vehicle such as an inert diluent or an assimilable
edible carrier. They may be enclosed in hard or soft shell
gelatin capsules, may be compressed into tablets, or may be
incorporated directly with the food of the patient’s diet. For
oral therapeutic administration, the amino acid sequences,
NANOBODIES and polypeptides of the invention may be
combined with one or more excipients and used in the form
of'ingestible tablets, buccal tablets, troches, capsules, elixirs,
suspensions, syrups, wafers, and the like. Such compositions
and preparations should contain at least 0.1% of the amino
acid sequence, NANOBODY or polypeptide of the inven-
tion. Their percentage in the compositions and preparations
may, of course, be varied and may conveniently be between
about 2 to about 60% of the weight of a given unit dosage
form. The amount of the amino acid sequence, NANO-
BODY or polypeptide of the invention in such therapeuti-
cally useful compositions is such that an effective dosage
level will be obtained.

The tablets, troches, pills, capsules, and the like may also
contain the following: binders such as gum tragacanth,
acacia, corn starch or gelatin; excipients such as dicalcium
phosphate; a disintegrating agent such as corn starch, potato
starch, alginic acid and the like; a lubricant such as magne-
sium stearate; and a sweetening agent such as sucrose,
fructose, lactose or aspartame or a flavoring agent such as
peppermint, oil of wintergreen, or cherry flavoring may be
added. When the unit dosage form is a capsule, it may
contain, in addition to materials of the above type, a liquid
carrier, such as a vegetable oil or a polyethylene glycol.
Various other materials may be present as coatings or to
otherwise modify the physical form of the solid unit dosage
form. For instance, tablets, pills, or capsules may be coated
with gelatin, wax, shellac or sugar and the like. A syrup or
elixir may contain the amino acid sequences, NANOBOD-
IES and polypeptides of the invention, sucrose or fructose as
a sweetening agent, methyl and propylparabens as preser-
vatives, a dye and flavoring such as cherry or orange flavor.
Of course, any material used in preparing any unit dosage
form should be pharmaceutically acceptable and substan-
tially non-toxic in the amounts employed. In addition, the
amino acid sequences, NANOBODIES and polypeptides of
the invention may be incorporated into sustained-release
preparations and devices.

Preparations and formulations for oral administration may
also be provided with an enteric coating that will allow the
constructs of the invention to resist the gastric environment
and pass into the intestines. More generally, preparations
and formulations for oral administration may be suitably
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formulated for delivery into any desired part of the gastro-
intestinal tract. In addition, suitable suppositories may be
used for delivery into the gastrointestinal tract.

The amino acid sequences, NANOBODIES and polypep-
tides of the invention may also be administered intrave-
nously or intraperitoneally by infusion or injection. Solu-
tions of the amino acid sequences, NANOBODIES and
polypeptides of the invention or their salts can be prepared
in water, optionally mixed with a nontoxic surfactant. Dis-
persions can also be prepared in glycerol, liquid polyethyl-
ene glycols, triacetin, and mixtures thereof and in oils.
Under ordinary conditions of storage and use, these prepa-
rations contain a preservative to prevent the growth of
microorganisms.

The pharmaceutical dosage forms suitable for injection or
infusion can include sterile aqueous solutions or dispersions
or sterile powders comprising the active ingredient which
are adapted for the extemporaneous preparation of sterile
injectable or infusible solutions or dispersions, optionally
encapsulated in liposomes. In all cases, the ultimate dosage
form must be sterile, fluid and stable under the conditions of
manufacture and storage. The liquid carrier or vehicle can be
a solvent or liquid dispersion medium comprising, for
example, water, ethanol, a polyol (for example, glycerol,
propylene glycol, liquid polyethylene glycols, and the like),
vegetable oils, nontoxic glyceryl esters, and suitable mix-
tures thereof. The proper fluidity can be maintained, for
example, by the formation of liposomes, by the maintenance
of the required particle size in the case of dispersions or by
the use of surfactants. The prevention of the action of
microorganisms can be brought about by various antibacte-
rial and antifungal agents, for example, parabens, chlorobu-
tanol, phenol, sorbic acid, thimerosal, and the like. In many
cases, it will be preferable to include isotonic agents, for
example, sugars, buffers or sodium chloride. Prolonged
absorption of the injectable compositions can be brought
about by the use in the compositions of agents delaying
absorption, for example, aluminum monostearate and gela-
tin.

Sterile injectable solutions are prepared by incorporating
the amino acid sequences, NANOBODIES and polypeptides
of the invention in the required amount in the appropriate
solvent with various of the other ingredients enumerated
above, as required, followed by filter sterilization. In the
case of sterile powders for the preparation of sterile inject-
able solutions, the preferred methods of preparation are
vacuum drying and the freeze drying techniques, which
yield a powder of the active ingredient plus any additional
desired ingredient present in the previously sterile-filtered
solutions.

For topical administration, the amino acid sequences,
NANOBODIES and polypeptides of the invention may be
applied in pure form, i.e., when they are liquids. However,
it will generally be desirable to administer them to the skin
as compositions or formulations, in combination with a
dermatologically acceptable carrier, which may be a solid or
a liquid.

Useful solid carriers include finely divided solids such as
talc, clay, microcrystalline cellulose, silica, alumina and the
like. Useful liquid carriers include water, hydroxyalkyls or
glycols or water-alcohol/glycol blends, in which the amino
acid sequences, NANOBODIES and polypeptides of the
invention can be dissolved or dispersed at effective levels,
optionally with the aid of non-toxic surfactants. Adjuvants
such as fragrances and additional antimicrobial agents can
be added to optimize the properties for a given use. The
resultant liquid compositions can be applied from absorbent
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pads, used to impregnate bandages and other dressings, or
sprayed onto the affected area using pump-type or aerosol
sprayers.

Thickeners such as synthetic polymers, fatty acids, fatty
acid salts and esters, fatty alcohols, modified celluloses or
modified mineral materials can also be employed with liquid
carriers to form spreadable pastes, gels, ointments, soaps,
and the like, for application directly to the skin of the user.

Examples of useful dermatological compositions which
can be used to deliver the amino acid sequences, NANO-
BODIES and polypeptides of the invention to the skin are
known to the art; for example, see Jacquet et al. (U.S. Pat.
No. 4,608,392), Geria (U.S. Pat. No. 4,992,478), Smith et al.
(U.S. Pat. No. 4,559,157) and Wortzman (U.S. Pat. No.
4,820,508).

Useful dosages of the amino acid sequences, NANO-
BODIES and polypeptides of the invention can be deter-
mined by comparing their in vitro activity, and in vivo
activity in animal models. Methods for the extrapolation of
effective dosages in mice, and other animals, to humans are
known to the art; for example, see U.S. Pat. No. 4,938,949.

Generally, the concentration of the amino acid sequences,
NANOBODIES and polypeptides of the invention in a
liquid composition, such as a lotion, will be from about
0.1-25 wt-%, preferably from about 0.5-10 wt-%. The con-
centration in a semi-solid or solid composition such as a gel
or a powder will be about 0.1-5 wt-%, preferably about
0.5-2.5 wt-%.

The amount of the amino acid sequences, NANOBODIES
and polypeptides of the invention required for use in treat-
ment will vary not only with the particular amino acid
sequence, NANOBODY or polypeptide selected but also
with the route of administration, the nature of the condition
being treated and the age and condition of the patient and
will be ultimately at the discretion of the attendant physician
or clinician. Also the dosage of the amino acid sequences,
NANOBODIES and polypeptides of the invention varies
depending on the target cell, tumor, tissue, graft, or organ.

The desired dose may conveniently be presented in a
single dose or as divided doses administered at appropriate
intervals, for example, as two, three, four or more sub-doses
per day. The sub-dose itself may be further divided, e.g., into
a number of discrete loosely spaced administrations; such as
multiple inhalations from an insufflator or by application of
a plurality of drops into the eye.

An administration regimen could include long-term, daily
treatment. By “long-term” is meant at least two weeks and
preferably, several weeks, months, or years of duration.
Necessary modifications in this dosage range may be deter-
mined by one of ordinary skill in the art using only routine
experimentation given the teachings herein. See Reming-
ton’s Pharmaceutical Sciences (Martin, E. W., ed. 4), Mack
Publishing Co., Easton, Pa. The dosage can also be adjusted
by the individual physician in the event of any complication.

In another aspect, the invention relates to a method for the
prevention and/or treatment of at least one bone disease or
disorder, said method comprising administering, to a subject
in need thereof, a pharmaceutically active amount of an
amino acid sequence of the invention, of a NANOBODY of
the invention, of a polypeptide of the invention, and/or of a
pharmaceutical composition comprising the same.

In the context of the present invention, the term “preven-
tion and/or treatment™ not only comprises preventing and/or
treating the disease, but also generally comprises preventing
the onset of the disease, slowing or reversing the progress of
disease, preventing or slowing the onset of one or more
symptoms associated with the disease, reducing and/or
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alleviating one or more symptoms associated with the dis-
ease, reducing the severity and/or the duration of the disease
and/or of any symptoms associated therewith and/or pre-
venting a further increase in the severity of the disease
and/or of any symptoms associated therewith, preventing,
reducing or reversing any physiological damage caused by
the disease, and generally any pharmacological action that is
beneficial to the patient being treated.

The subject to be treated may be any warm-blooded
animal, but is in particular a mammal, and more in particular
a human being. As will be clear to the skilled person, the
subject to be treated will in particular be a person suffering
from, or at risk of, the diseases and disorders mentioned
herein.

The invention relates to a method for the prevention
and/or treatment of at least one disease or disorder that is
associated with RANK-L, with its biological or pharmaco-
logical activity, and/or with the biological pathways or
signalling in which RANK-L is involved, said method
comprising administering, to a subject in need thereof, a
pharmaceutically active amount of an amino acid sequence
of the invention, of a NANOBODY of the invention, of a
polypeptide of the invention, and/or of a pharmaceutical
composition comprising the same. In particular, the inven-
tion relates to a method for the prevention and/or treatment
of at least one disease or disorder that can be treated by
modulating RANK-L, its biological or pharmacological
activity, and/or the biological pathways or signalling in
which RANK-L is involved, said method comprising admin-
istering, to a subject in need thereof, a pharmaceutically
active amount of an amino acid sequence of the invention,
of a NANOBODY of the invention, of a polypeptide of the
invention, and/or of a pharmaceutical composition compris-
ing the same. In particular, said pharmaceutically effective
amount may be an amount that is sufficient to modulate
RANK-L,, its biological or pharmacological activity, and/or
the biological pathways or signalling in which RANK-L is
involved; and/or an amount that provides a level of the
amino acid sequence of the invention, of a NANOBODY of
the invention, of a polypeptide of the invention in the
circulation that is sufficient to modulate RANK-L, its bio-
logical or pharmacological activity, and/or the biological
pathways or signalling in which RANK-L is involved.

The invention furthermore relates to a method for the
prevention and/or treatment of at least one disease or dis-
order that can be prevented and/or treated by administering
an amino acid sequence of the invention, a NANOBODY of
the invention or a polypeptide of the invention to a patient,
said method comprising administering, to a subject in need
thereof, a pharmaceutically active amount of an amino acid
sequence of the invention, of a NANOBODY of the inven-
tion, of a polypeptide of the invention, and/or of a pharma-
ceutical composition comprising the same.

More in particular, the invention relates to a method for
the prevention and/or treatment of at least one disease or
disorder chosen from the group consisting of the diseases
and disorders listed herein, said method comprising admin-
istering, to a subject in need thereof, a pharmaceutically
active amount of an amino acid sequence of the invention,
of a NANOBODY of the invention, of a polypeptide of the
invention, and/or of a pharmaceutical composition compris-
ing the same.

In another aspect, the invention relates to a method for
immunotherapy, and in particular for passive immuno-
therapy, which method comprises administering, to a subject
suffering from or at risk of the diseases and disorders
mentioned herein, a pharmaceutically active amount of an
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amino acid sequence of the invention, of a NANOBODY of
the invention, of a polypeptide of the invention, and/or of a
pharmaceutical composition comprising the same.

In the above methods, the amino acid sequences, NANO-
BODIES and/or polypeptides of the invention and/or the
compositions comprising the same can be administered in
any suitable manner, depending on the specific pharmaceu-
tical formulation or composition to be used. Thus, the amino
acid sequences, NANOBODIES and/or polypeptides of the
invention and/or the compositions comprising the same can
for example be administered orally, intraperitoneally (e.g.
intravenously, subcutaneously, intramuscularly, or via any
other route of administration that circumvents the gastroin-
testinal tract), intranasally, transdermally, topically, by
means of a suppository, by inhalation, again depending on
the specific pharmaceutical formulation or composition to be
used. The clinician will be able to select a suitable route of
administration and a suitable pharmaceutical formulation or
composition to be used in such administration, depending on
the disease or disorder to be prevented or treated and other
factors well known to the clinician.

The amino acid sequences, NANOBODIES and/or poly-
peptides of the invention and/or the compositions compris-
ing the same are administered according to a regime of
treatment that is suitable for preventing and/or treating the
disease or disorder to be prevented or treated. The clinician
will generally be able to determine a suitable treatment
regimen, depending on factors such as the disease or disor-
der to be prevented or treated, the severity of the disease to
be treated and/or the severity of the symptoms thereof, the
specific amino acid sequence, NANOBODY or polypeptide
of the invention to be used, the specific route of adminis-
tration and pharmaceutical formulation or composition to be
used, the age, gender, weight, diet, general condition of the
patient, and similar factors well known to the clinician.

Generally, the treatment regimen will comprise the
administration of one or more amino acid sequences,
NANOBODIES and/or polypeptides of the invention, or of
one or more compositions comprising the same, in one or
more pharmaceutically effective amounts or doses. The
specific amount(s) or doses to administer can be determined
by the clinician, again based on the factors cited above.

Generally, for the prevention and/or treatment of the
diseases and disorders mentioned herein and depending on
the specific disease or disorder to be treated, the potency of
the specific amino acid sequence, NANOBODY and poly-
peptide of the invention to be used, the specific route of
administration and the specific pharmaceutical formulation
or composition used, the amino acid sequences, NANO-
BODIES and polypeptides of the invention will generally be
administered in an amount between 1 gram and 0.01 micro-
gram per kg body weight per day, preferably between 0.1
gram and 0.1 microgram per kg body weight per day, such
as about 1, 10, 100 or 1000 microgram per kg body weight
per day, either continuously (e.g. by infusion), as a single
daily dose or as multiple divided doses during the day. The
clinician will generally be able to determine a suitable daily
dose, depending on the factors mentioned herein. It will also
be clear that in specific cases, the clinician may choose to
deviate from these amounts, for example on the basis of the
factors cited above and his expert judgment. Generally,
some guidance on the amounts to be administered can be
obtained from the amounts usually administered for com-
parable conventional antibodies or antibody fragments
against the same target administered via essentially the same
route, taking into account however differences in affinity/
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avidity, efficacy, biodistribution, half-life and similar factors
well known to the skilled person.

Usually, in the above method, a single amino acid
sequence, NANOBODY or polypeptide of the invention will
be used. It is however within the scope of the invention to
use two or more amino acid sequences, NANOBODIES
and/or polypeptides of the invention in combination.

The NANOBODIES, amino acid sequences and polypep-
tides of the invention may also be used in combination with
one or more further pharmaceutically active compounds or
principles, i.e. as a combined treatment regimen, which may
or may not lead to a synergistic effect. Again, the clinician
will be able to select such further compounds or principles,
as well as a suitable combined treatment regimen, based on
the factors cited above and his expert judgement.

In particular, the amino acid sequences, NANOBODIES
and polypeptides of the invention may be used in combina-
tion with other pharmaceutically active compounds or prin-
ciples that are or can be used for the prevention and/or
treatment of the diseases and disorders cited herein, as a
result of which a synergistic effect may or may not be
obtained. Examples of such compounds and principles, as
well as routes, methods and pharmaceutical formulations or
compositions for administering them will be clear to the
clinician.

In particular, the pharmaceutical composition of the
invention may comprise one or more amino acid sequences,
NANOBODIES and/or polypeptides of the invention and at
least one additional therapeutic agent selected from a bone
morphogenic factor, transforming growth factor-f (TGF-f),
an interleukin-1 (IL-1) inhibitor, IL-1ra, Kineret™, a TNFa
inhibitor, a soluble TNFa receptor, Enbrel™, an anti-TNFa
antibody, Remicade™, a D2E7 antibody, a parathyroid
hormone, an analog of a parathyroid hormone, a parathyroid
hormone related protein, an analog of a parathyroid hor-
mone related protein, a prostaglandin, a bisphosphonate, an
alendronate, fluoride, calcium, a non-steroidal anti-inflam-
matory drug (NSAID), a COX-2 inhibitor, Celebrex™,
Vioxx™, an immunosuppressant, methotrexate, lefluno-
mide, a serine protease inhibitor, a secretory leukocyte
protease inhibitor (SLPI), an IL-6 inhibitor, an antibody or
NANOBODY against I[.-6, an IL-8 inhibitor, an antibody or
NANOBODY against IL-8, an IL-18 inhibitor, an IL.-18
binding protein, an antibody or NANOBODY against I1[.-18,
an Interleukin-1 converting enzyme (ICE) modulator, a
fibroblast growth factor (FGF), an FGF modulator, a PAF
antagonist, a keratinocyte growth factor (KGF), a KGF-
related molecule, a KGF modulator, a matrix metalloprotei-
nase (MMP) modulator, a nitric oxide synthase (NOS)
modulator, a modulator of glucocorticoid receptor, a modu-
lator of glutamate receptor, a modulator of lipopolysaccha-
ride (LPS) levels, a noradrenaline, a noradrenaline mimetic,
and a noradrenaline modulator as described, for example, in
US 2004/00335353

When two or more substances or principles are to be used
as part of a combined treatment regimen, they can be
administered via the same route of administration or via
different routes of administration, at essentially the same
time or at different times (e.g. essentially simultaneously,
consecutively, or according to an alternating regime). When
the substances or principles are to be administered simulta-
neously via the same route of administration, they may be
administered as different pharmaceutical formulations or
compositions or part of a combined pharmaceutical formu-
lation or composition, as will be clear to the skilled person.

Also, when two or more active substances or principles
are to be used as part of a combined treatment regimen, each
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of the substances or principles may be administered in the
same amount and according to the same regimen as used
when the compound or principle is used on its own, and such
combined use may or may not lead to a synergistic effect.
However, when the combined use of the two or more active
substances or principles leads to a synergistic effect, it may
also be possible to reduce the amount of one, more or all of
the substances or principles to be administered, while still
achieving the desired therapeutic action. This may for
example be useful for avoiding, limiting or reducing any
unwanted side-effects that are associated with the use of one
or more of the substances or principles when they are used
in their usual amounts, while still obtaining the desired
pharmaceutical or therapeutic effect.

The effectiveness of the treatment regimen used according
to the invention may be determined and/or followed in any
manner known per se for the disease or disorder involved, as
will be clear to the clinician. The clinician will also be able,
where appropriate and on a case-by-case basis, to change or
modify a particular treatment regimen, so as to achieve the
desired therapeutic effect, to avoid, limit or reduce unwanted
side-effects, and/or to achieve an appropriate balance
between achieving the desired therapeutic effect on the one
hand and avoiding, limiting or reducing undesired side
effects on the other hand.

Generally, the treatment regimen will be followed until
the desired therapeutic effect is achieved and/or for as long
as the desired therapeutic effect is to be maintained. Again,
this can be determined by the clinician.

In another aspect, the invention relates to the use of an
amino acid sequence, NANOBODY or polypeptide of the
invention in the preparation of a pharmaceutical composi-
tion for prevention and/or treatment of at least one bone
disease or disorder; and/or for use in one or more of the
methods of treatment mentioned herein.

The subject to be treated may be any warm-blooded
animal, but is in particular a mammal, and more in particular
a human being. As will be clear to the skilled person, the
subject to be treated will in particular be a person suffering
from, or at risk of, the diseases and disorders mentioned
herein.

The invention also relates to the use of an amino acid
sequence, NANOBODY or polypeptide of the invention in
the preparation of a pharmaceutical composition for the
prevention and/or treatment of at least one disease or dis-
order that can be prevented and/or treated by administering
an amino acid sequence, NANOBODY or polypeptide of the
invention to a patient.

More in particular, the invention relates to the use of an
amino acid sequence, NANOBODY or polypeptide of the
invention in the preparation of a pharmaceutical composi-
tion for the prevention and/or treatment of bone diseases and
disorders, and in particular for the prevention and treatment
of one or more of the diseases and disorders listed herein.

Again, in such a pharmaceutical composition, the one or
more amino acid sequences, NANOBODIES or polypep-
tides of the invention may also be suitably combined with
one or more other active principles, such as those mentioned
herein.

Finally, although the use of the NANOBODIES of the
invention (as defined herein) and of the polypeptides of the
invention is much preferred, it will be clear that on the basis
of the description herein, the skilled person will also be able
to design and/or generate, in an analogous manner, other
amino acid sequences and in particular (single) domain
antibodies against RANK-L, as well as polypeptides com-
prising such (single) domain antibodies.
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For example, it will also be clear to the skilled person that
it may be possible to “graft” one or more of the CDR’s
mentioned above for the NANOBODIES of the invention
onto such (single) domain antibodies or other protein scaf-
folds, including but not limited to human scaffolds or
non-immunoglobulin scaffolds. Suitable scaffolds and tech-
niques for such CDR grafting will be clear to the skilled
person and are well known in the art, see for example U.S.
Pat. No. 7,180,370, WO 01/27160, EP 0 605 522, EP 0 460
167, U.S. Pat. No. 7,054,297, Nicaise et al., Protein Science
(2004), 13:1882-1891; Ewert et al., Methods, 2004 October;
34(2):184-199; Kettleborough et al., Protein Eng. 1991
October; 4(7): 773-783; O’Brien and Jones, Methods Mol.
Biol. 2003: 207: 81-100; Skerra, J. Mol. Recognit. 2000: 13:
167-187, and Saerens et al., J. Mol. Biol. 2005 Sep. 23;
352(3):597-607, and the further references cited therein. For
example, techniques known per se for grafting mouse or rat
CDR’s onto human frameworks and scaffolds can be used in
an analogous manner to provide chimeric proteins compris-
ing one or more of the CDR’s of the NANOBODIES of the
invention and one or more human framework regions or
sequences.

It should also be noted that, when the NANOBODIES of
the inventions contain one or more other CDR sequences
than the preferred CDR sequences mentioned above, these
CDR sequences can be obtained in any manner known per
se, for example from NANOBODIES (preferred), V
domains from conventional antibodies (and in particular
from human antibodies), heavy chain antibodies, conven-
tional 4-chain antibodies (such as conventional human
4-chain antibodies) or other immunoglobulin sequences
directed against RANK-L. Such immunoglobulin sequences
directed against RANK-L can be generated in any manner
known per se, as will be clear to the skilled person, i.e. by
immunization with RANK-L or by screening a suitable
library of immunoglobulin sequences with RANK-L, or any
suitable combination thereof. Optionally, this may be fol-
lowed by techniques such as random or site-directed muta-
genesis and/or other techniques for affinity maturation
known per se. Suitable techniques for generating such
immunoglobulin sequences will be clear to the skilled
person, and for example include the screening techniques
reviewed by Hoogenboom, Nature Biotechnology, 23, 9,
1105-1116 (2005). Other techniques for generating immu-
noglobulins against a specified target include for example
the Nanoclone technology (as for example described in the
published US patent application 2006-0211088), so-called
SLAM technology (as for example described in the Euro-
pean patent application 0 542 810), the use of transgenic
mice expressing human immunoglobulins or the well-
known hybridoma techniques (see for example Larrick et al,
Biotechnology, Vol. 7, 1989, p. 934). All these techniques
can be used to generate immunoglobulins against RANK-L,
and the CDR’s of such immunoglobulins can be used in the
NANOBODIES of the invention, i.e. as outlined above. For
example, the sequence of such a CDR can be determined,
synthesized and/or isolated, and inserted into the sequence
of a NANOBODY of the invention (e.g. so as to replace the
corresponding native CDR), all using techniques known per
se such as those described herein, or NANOBODIES of the
invention containing such CDR’s (or nucleic acids encoding
the same) can be synthesized de novo, again using the
techniques mentioned herein.

Further uses of the amino acid sequences, NANOBOD-
IES, polypeptides, nucleic acids, genetic constructs and
hosts and host cells of the invention will be clear to the
skilled person based on the disclosure herein. For example,
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and without limitation, the amino acid sequences of the
invention can be linked to a suitable carrier or solid support
s0 as to provide a medium than can be used in a manner
known per se to purify RANK-L from compositions and
preparations comprising the same. Derivatives of the amino
acid sequences of the invention that comprise a suitable
detectable label can also be used as markers to determine

(qualitatively or quantitatively) the presence of RANK-L in

a composition or preparation or as a marker to selectively

detect the presence of RANK-L on the surface of a cell or

tissue (for example, in combination with suitable cell sorting
techniques).

The invention will now be further described by means of
the following non-limiting preferred aspects, examples and
figures:

Preferred Aspects

1. Amino acid sequence that is directed against and/or that
can specifically bind to RANK-L..

2. Amino acid sequence according to aspect 1, which is
directed against and/or can specifically bind to the RANK
receptor binding site on RANK-L.

3. Amino acid sequence according to any of aspects 1 or 2,
which is directed against and/or can specifically bind to
the intersubunit receptor-binding grooves on the
RANK-L trimer.

4. Amino acid sequence according to any of aspects 1 to 3,
which modulates binding of RANKL-L, to RANK.

5. Amino acid sequence according to aspect 4, which
inhibits and/or prevents binding of RANKL-L to RANK.

6. Amino acid sequence according to aspect 5, which
inhibits and/or prevents binding of RANKL-L to RANK,
while not reducing and/or inhibiting the RANK-L/OPG
interaction.

7. Amino acid sequence according to any of aspects 1 to 6,
which is an antagonist of RANK-L

8. Amino acid sequence according aspect 1, which is
directed against and/or can specifically bind to the OPG
binding site on RANK-L..

9. Amino acid sequence according aspects 1 or 8, which
modulates binding of RANKL-L to OPG.

10. Amino acid sequence according to aspect 9, which
inhibits and/or prevents the RANK/RANK-L interaction.

11. Amino acid sequence according to aspect 10, which is an
antagonist of RANK-L.

12. Amino acid sequence according to aspect 8, which does
not reduce or inhibit the RANK/RANK-L interaction.
13. Amino acid sequence according to aspect 12, which is an

agonist of RANK-L.

14. Amino acid sequence according to aspect 1, which
prevents and/or inhibits the formation of the RANK-L
trimer.

15. Amino acid sequence according to aspect 1, which
prevents and/or inhibits the differentiation and/or prolif-
eration of osteoclasts.

16. Amino acid sequence according to aspect 1, which
modulates bone remodelling.

17. Amino acid sequence according to any of aspects 1 to 16,
which does not bind TRAIL.

18. Amino acid sequence according to any of aspects 1 to 17,
which does not bind TNF-alpha.

19. Amino acid sequence according to any of aspects 1 to 18,
which does not bind CD40 ligand.

20. Amino acid sequence according to any of aspects 1 to 19,
which does not bind related TNF family members.

21. Amino acid sequence according to any of aspects 1 to 20,
that is in essentially isolated form.
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22. Amino acid sequence according to any of aspects 1 to 21,
for administration to a subject, wherein said amino acid
sequence does not naturally occur in said subject.

23. Amino acid sequence according to any of the preceding
aspects, that can specifically bind to RANK-L. with a
dissociation constant (K,,) of 107 to 107! moles/liter or
less, and preferably 1077 to 107! moles/liter or less and
more preferably 107 to 107'2 moles/liter.

24. Amino acid sequence according to any of the preceding
aspects, that can specifically bind to RANK-L with a rate
of association (k, -rate) of between 10> M~'s™! to about
107 M~'s™!, preferably between 10> M~'s™' and 10’
M~'s7!, more preferably between 10* M~'s™' and 10’
M~!s71, such as between 10° M~!s™ and 10”7 M~!s™.

25. Amino acid sequence according to any of the preceding
aspects, that can specifically bind to RANK-L with a rate
of dissociation (k,, rate) between 1 s™' and 107° s7*,
preferably between 1072 s™" and 107° 57!, more preferably
between 107> 57! and 107% s7', such as between 107* 57!
and 107% 571,

26. Amino acid sequence according to any of the preceding
aspects, that can specifically bind to RANK-L. with an
affinity less than 500 nM, preferably less than 200 nM,
more preferably less than 10 nM, such as less than 500
pM.

27. Amino acid sequence according to any of the preceding
aspects, that is a naturally occurring amino acid sequence
(from any suitable species) or a synthetic or semi-syn-
thetic amino acid sequence.

28. Amino acid sequence according to any of the preceding
aspects, that comprises an immunoglobulin fold or that
under suitable conditions is capable of forming an immu-
noglobulin fold.

29. Amino acid sequence according to any of the preceding
aspects, that essentially consists of 4 framework regions
(FR1 to FR4 respectively) and 3 complementarity deter-
mining regions (CDR1 to CDR3 respectively).

30. Amino acid sequence according to any of the preceding
aspects, that is an immunoglobulin sequence.

31. Amino acid sequence according to any of the preceding
aspects, that is a naturally occurring immunoglobulin
sequence (from any suitable species) or a synthetic or
semi-synthetic immunoglobulin sequence.

32. Amino acid sequence according to any of the preceding
aspects that is a humanized immunoglobulin sequence, a
camelized immunoglobulin sequence or an immuno-
globulin sequence that has been obtained by techniques
such as affinity maturation.

33. Amino acid sequence according to any of the preceding
aspects, that essentially consists of a light chain variable
domain sequence (e.g. a V -sequence); or of a heavy
chain variable domain sequence (e.g. a V-sequence).

34. Amino acid sequence according to any of the preceding
aspects, that essentially consists of a heavy chain variable
domain sequence that is derived from a conventional
four-chain antibody or that essentially consist of a heavy
chain variable domain sequence that is derived from
heavy chain antibody.

35. Amino acid sequence according to any of the preceding
aspects, that essentially consists of a domain antibody (or
an amino acid sequence that is suitable for use as a
domain antibody), of a single domain antibody (or an
amino acid sequence that is suitable for use as a single
domain antibody), of a “dAb” (or an amino acid sequence
that is suitable for use as a dAb) or of a NANOBODY
(including but not limited to a V,, sequence).
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36. Amino acid sequence according to any of the preceding
aspects, that essentially consists of a NANOBODY.

37. Amino acid sequence according to any of the preceding
aspects, that essentially consists of a NANOBODY that
1) has at least 80% amino acid identity with at least one of

the amino acid sequences of SEQ ID NO’s: 1 to 22, in
which for the purposes of determining the degree of
amino acid identity, the amino acid residues that form
the CDR sequences are disregarded;

and in which:

ii) preferably one or more of the amino acid residues at
positions 11, 37, 44, 45, 47, 83, 84, 103, 104 and 108
according to the Kabat numbering are chosen from the
Hallmark residues mentioned in Table A-3.

38. Amino acid sequence according to any of the preceding
aspects, that essentially consists of a NANOBODY that
1) has at least 80% amino acid identity with at least one of

the amino acid sequences of SEQ ID NO’s: 560-621, in
which for the purposes of determining the degree of
amino acid identity, the amino acid residues that form
the CDR sequences are disregarded;

and in which:

ii) preferably one or more of the amino acid residues at
positions 11, 37, 44, 45, 47, 83, 84, 103, 104 and 108
according to the Kabat numbering are chosen from the
Hallmark residues mentioned in Table A-3.

39. Amino acid sequence according to any of the preceding
aspects, that essentially consists of a polypeptide that
1) has at least 80% amino acid identity with at least one of

the amino acid sequences of SEQ ID NO’s: 622-729,
759-762 and 766-773, in which for the purposes of
determining the degree of amino acid identity, the
amino acid residues that form the CDR sequences are
disregarded;

and in which:

ii) preferably one or more of the amino acid residues at
positions 11, 37, 44, 45, 47, 83, 84, 103, 104 and 108
according to the Kabat numbering are chosen from the
Hallmark residues mentioned in Table A-3.

40. Amino acid sequence according to any of the preceding
aspects, that essentially consists of a humanized NANO-
BODY.

41. Amino acid sequence according to any of the preceding
aspects, that in addition to the at least one binding site for
binding against RANK-L, contains one or more further
binding sites for binding against other antigens, proteins
or targets.

42. Amino acid sequence directed against RANK-L, that
comprises one or more stretches of amino acid residues
chosen from the group consisting of:

a) the amino acid sequences of SEQ ID NO’s: 188-249;

b) amino acid sequences that have at least 80% amino acid
identity with at least one of the amino acid sequences
of SEQ ID NO’s: 188-249;

¢) amino acid sequences that have 3, 2, or 1 amino acid
difference with at least one of the amino acid sequences
of SEQ ID NO’s: 188-249;

d) the amino acid sequences of SEQ ID NO’s: 312-373
and 758;

e) amino acid sequences that have at least 80% amino acid
identity with at least one of the amino acid sequences
of SEQ ID NO’s: 312-373 and 758;

f) amino acid sequences that have 3, 2, or 1 amino acid
difference with at least one of the amino acid sequences
of SEQ ID NO’s: 312-373 and 758;

g) the amino acid sequences of SEQ ID NO’s: 436-497;
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h) amino acid sequences that have at least 80% amino acid
identity with at least one of the amino acid sequences
of SEQ ID NO’s: 436-497,

i) amino acid sequences that have 3, 2, or 1 amino acid
difference with at least one of the amino acid sequences
of SEQ ID NO’s: 436-497,

or any suitable combination thereof.

43. Amino acid sequence according to aspect 42, in which at
least one of said stretches of amino acid residues forms
part of the antigen binding site for binding against
RANK-L.

44. Amino acid sequence according to aspect 42, that
comprises two or more stretches of amino acid residues
chosen from the group consisting of:

a) the amino acid sequences of SEQ ID NO’s: 188-249;

b) amino acid sequences that have at least 80% amino acid
identity with at least one of the amino acid sequences
of SEQ ID NO’s: 188-249;

¢) amino acid sequences that have 3, 2, or 1 amino acid
difference with at least one of the amino acid sequences
of SEQ ID NO’s: 188-249;

d) the amino acid sequences of SEQ ID NO’s: 312-373
and 758;

e) amino acid sequences that have at least 80% amino acid
identity with at least one of the amino acid sequences
of SEQ ID NO’s: 312-373 and 758;

f) amino acid sequences that have 3, 2, or 1 amino acid
difference with at least one of the amino acid sequences
of SEQ ID NO’s: 312-373 and 758;

g) the amino acid sequences of SEQ ID NO’s: 436-497;

h) amino acid sequences that have at least 80% amino acid
identity with at least one of the amino acid sequences
of SEQ ID NO’s: 436-497,

i) amino acid sequences that have 3, 2, or 1 amino acid
difference with at least one of the amino acid sequences
of SEQ ID NO’s: 439-497,

such that (i) when the first stretch of amino acid residues
corresponds to one of the amino acid sequences accord-
ing to a), b) or ¢), the second stretch of amino acid
residues corresponds to one of the amino acid
sequences according to d), e), f), g), h) or 1); (ii) when
the first stretch of amino acid residues corresponds to
one of the amino acid sequences according to d), e) or
1), the second stretch of amino acid residues corre-
sponds to one of the amino acid sequences according to
a), b), ¢), g), h) or 1); or (iii) when the first stretch of
amino acid residues corresponds to one of the amino
acid sequences according to g), h) or 1), the second
stretch of amino acid residues corresponds to one of the
amino acid sequences according to a), b), ¢), d), e) or

45. Amino acid sequence according to aspect 44, in which
the at least two stretches of amino acid residues forms part
of the antigen binding site for binding against RANK-L..

46. Amino acid sequence according to any of aspects 42 to
44, that comprises three or more stretches of amino acid
residues, in which the first stretch of amino acid residues
is chosen from the group consisting of:

a) the amino acid sequences of SEQ ID NO’s: 188-249;

b) amino acid sequences that have at least 80% amino acid
identity with at least one of the amino acid sequences
of SEQ ID NO’s: 188-249;

¢) amino acid sequences that have 3, 2, or 1 amino acid
difference with at least one of the amino acid sequences
of SEQ ID NO’s: 188-249;
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the second stretch of amino acid residues is chosen from
the group consisting of:
d) the amino acid sequences of SEQ ID NO’s: 312-373
and 758;
e) amino acid sequences that have at least 80% amino acid
identity with at least one of the amino acid sequences
of SEQ ID NO’s: 312-373 and 758;
f) amino acid sequences that have 3, 2, or 1 amino acid
difference with at least one of the amino acid sequences
of SEQ ID NO’s: 312-373 and 758;
and the third stretch of amino acid residues is chosen from
the group consisting of:
g) the amino acid sequences of SEQ ID NO’s: 436-497;
h) amino acid sequences that have at least 80% amino acid
identity with at least one of the amino acid sequences
of SEQ ID NO’s: 436-497,
i) amino acid sequences that have 3, 2, or 1 amino acid
difference with at least one of the amino acid sequences
of SEQ ID NO’s: 436-497.

47. Amino acid sequence according to aspect 46, in which
the at least three stretches of amino acid residues forms
part of the antigen binding site for binding against
RANK-L.

48. Amino acid sequence according to any of aspects 42 to
47, in which the CDR sequences of said amino acid
sequence have at least 70% amino acid identity, prefer-
ably at least 80% amino acid identity, more preferably at
least 90% amino acid identity, such as 95% amino acid
identity or more or even essentially 100% amino acid
identity with the CDR sequences of at least one of the
amino acid sequences of SEQ ID NO’s: 560-621.

49. Amino acid sequence directed against RANK-L that
cross-blocks the binding of at least one of the amino acid
sequences according to any of aspects 42 to 48 to RANK-
L.

50. Amino acid sequence directed against RANK-L that is
cross-blocked from binding to RANK-L by at least one of
the amino acid sequences according to any of aspects 42
to 48.

51. Amino acid sequence according to any of aspects 49 or
50 wherein the ability of said amino acid sequence to
cross-block or to be cross-blocked is detected in a BIA-
CORE assay.

52. Amino acid sequence according to any of aspects 49 or
50 wherein the ability of said amino acid sequence to
cross-block or to be cross-blocked is detected in an
ELISA assay.

53. Amino acid sequence according to any of aspects 42 to
52, that is in essentially isolated form.

54. Amino acid sequence according to any of aspects 42 to
53, for administration to a subject, wherein said amino
acid sequence does not naturally occur in said subject.

55. Amino acid sequence according to any of aspects 42 to
54, that can specifically bind to RANK-L with a disso-
ciation constant (K,,) of 10> to 10~'2 moles/liter or less,
and preferably 10~ to 107'% moles/liter or less and more
preferably 1078 to 10712 moles/liter.

56. Amino acid sequence according to any of aspects 42 to
55, that can specifically bind to RANK-L with a rate of
association (k, -rate) of between 10> M~'s™* to about 107
M's7!, preferably between 10> M~'s™ and 10" M~'s™%,
more preferably between 10* M~'s™' and 107 M™'s™!,
such as between 10° M~'s™' and 107 M~'s™".

57. Amino acid sequence according to any of aspects 42 to
56, that can specifically bind to RANK-L with a rate of
dissociation (k,rate) between 1 s~! and 107 s™! prefer-
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ably between 1072 s™' and 107 s7', more preferably

between 1073 s7! and 107% 57, such as between 10~* 5!

and 107% 571,

58. Amino acid sequence according to any of aspects 42 to
57, that can specifically bind to RANK-L with an affinity
less than 500 nM, preferably less than 200 nM, more
preferably less than 10 nM, such as less than 500 pM.

59. Amino acid sequence according to any of aspects 42 to
58, that is a naturally occurring amino acid sequence
(from any suitable species) or a synthetic or semi-syn-
thetic amino acid sequence.

60. Amino acid sequence according to any of aspects 42 to
59, that comprises an immunoglobulin fold or that under
suitable conditions is capable of forming an immuno-
globulin fold.

61. Amino acid sequence according to any of aspects 42 to
60, that is an immunoglobulin sequence.

62. Amino acid sequence according to any of aspects 42 to
61 that is a naturally occurring immunoglobulin sequence
(from any suitable species) or a synthetic or semi-syn-
thetic immunoglobulin sequence.

63. Amino acid sequence according to any of aspects 42 to
62, that is a humanized immunoglobulin sequence, a
camelized immunoglobulin sequence or an immuno-
globulin sequence that has been obtained by techniques
such as affinity maturation.

64. Amino acid sequence according to any of aspects 42 to
63, that essentially consists of a light chain variable
domain sequence (e.g. a V -sequence); or of a heavy
chain variable domain sequence (e.g. a V-sequence).

65. Amino acid sequence according to any of aspects 42 to
64, that essentially consists of a heavy chain variable
domain sequence that is derived from a conventional
four-chain antibody or that essentially consist of a heavy
chain variable domain sequence that is derived from
heavy chain antibody.

66. Amino acid sequence according to any of aspects 42 to
65, that essentially consists of a domain antibody (or an
amino acid sequence that is suitable for use as a domain
antibody), of a single domain antibody (or an amino acid
sequence that is suitable for use as a single domain
antibody), of a “dAb” (or an amino acid sequence that is
suitable for use as a dAb) or of a NANOBODY (including
but not limited to a V,, sequence).

67. Amino acid sequence according to any of aspects 42 to
66, that essentially consists of a NANOBODY.

68. Amino acid sequence according to any of aspects 42 to
67, that essentially consists of a NANOBODY that
1) has at least 80% amino acid identity with at least one of

the amino acid sequences of SEQ ID NO’s: 1 to 22, in
which for the purposes of determining the degree of
amino acid identity, the amino acid residues that form
the CDR sequences are disregarded;

and in which:

ii) preferably one or more of the amino acid residues at
positions 11, 37, 44, 45, 47, 83, 84, 103, 104 and 108
according to the Kabat numbering are chosen from the
Hallmark residues mentioned in Table A-3.

69. Amino acid sequence according to any of aspects 41 to
63, that essentially consists of a NANOBODY that
1) has at least 80% amino acid identity with at least one of

the amino acid sequences of SEQ ID NO’s: 560-621, in
which for the purposes of determining the degree of
amino acid identity, the amino acid residues that form
the CDR sequences are disregarded;
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and in which:

ii) preferably one or more of the amino acid residues at
positions 11, 37, 44, 45, 47, 83, 84, 103, 104 and 108
according to the Kabat numbering are chosen from the
Hallmark residues mentioned in Table A-3.

70. Amino acid sequence according to any of aspects 42 to
69, that essentially consists of a humanized NANO-
BODY.

71. Amino acid sequence according to any of the preceding
aspects, that in addition to the at least one binding site for
binding formed by the CDR sequences, contains one or
more further binding sites for binding against other anti-
gens, proteins or targets.

72. Amino acid sequence that essentially consists of 4
framework regions (FR1 to FR4, respectively) and 3
complementarity determining regions (CDR1 to CDR3,
respectively), in which:

CDR1 is chosen from the group consisting of:

a) the amino acid sequences of SEQ ID NO’s: 188-249;

b) amino acid sequences that have at least 80% amino acid
identity with at least one of the amino acid sequences
of SEQ ID NO’s: 188-249;

¢) amino acid sequences that have 3, 2, or 1 amino acid
difference with at least one of the amino acid sequences
of SEQ ID NO’s: 188-249;

and/or

CDR2 is chosen from the group consisting of:

d) the amino acid sequences of SEQ ID NO’s: 312-373
and 758;

e) amino acid sequences that have at least 80% amino acid
identity with at least one of the amino acid sequences
of SEQ ID NO’s: 312-373 and 758;

f) amino acid sequences that have 3, 2, or 1 amino acid
difference with at least one of the amino acid sequences
of SEQ ID NO’s: 312-373 and 758;

and/or

CDR3 is chosen from the group consisting of:

g) the amino acid sequences of SEQ ID NO’s: 436-497;

h) amino acid sequences that have at least 80% amino acid
identity with at least one of the amino acid sequences
of SEQ ID NO’s: 436-497,

i) amino acid sequences that have 3, 2, or 1 amino acid
difference with at least one of the amino acid sequences
of SEQ ID NO’s: 436-497.

73. Amino acid sequence that essentially consists of 4
framework regions (FR1 to FR4, respectively) and 3
complementarity determining regions (CDR1 to CDR3,
respectively), in which:

CDR1 is chosen from the group consisting of:

a) the amino acid sequences of SEQ ID NO’s: 188-249;

b) amino acid sequences that have at least 80% amino acid
identity with at least one of the amino acid sequences
of SEQ ID NO’s: 188-249;

¢) amino acid sequences that have 3, 2, or 1 amino acid
difference with at least one of the amino acid sequences
of SEQ ID NO’s: 188-249;

and

CDR2 is chosen from the group consisting of:

d) the amino acid sequences of SEQ ID NO’s: 312-373
and 758;

e) amino acid sequences that have at least 80% amino acid
identity with at least one of the amino acid sequences
of SEQ ID NO’s: 312-373 and 758;

f) amino acid sequences that have 3, 2, or 1 amino acid
difference with at least one of the amino acid sequences
of SEQ ID NO’s: 312-373 and 758;

and
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CDR3 is chosen from the group consisting of:
g) the amino acid sequences of SEQ ID NO’s: 436-497;
h) amino acid sequences that have at least 80% amino acid
identity with at least one of the amino acid sequences
of SEQ ID NO’s: 436-497,
i) amino acid sequences that have 3, 2, or 1 amino acid
difference with at least one of the amino acid sequences
of SEQ ID NO’s: 436-497.

74. Amino acid sequence according to any of aspects 72 to
73, in which the CDR sequences of said amino acid
sequence have at least 70% amino acid identity, prefer-
ably at least 80% amino acid identity, more preferably at
least 90% amino acid identity, such as 95% amino acid
identity or more or even essentially 100% amino acid
identity with the CDR sequences of at least one of the
amino acid sequences of SEQ ID NO’s: 560-621.

75. Amino acid sequence directed against RANK-L that
cross-blocks the binding of at least one of the amino acid
sequences according to any of aspects 72 to 74 to RANK-
L.

76. Amino acid sequence directed against RANK-L that is
cross-blocked from binding to RANK-L by at least one of
the amino acid sequences according to any of aspects 72
to 74.

77. Amino acid sequence according to any of aspects 75 or
76 wherein the ability of said amino acid sequence to
cross-block or to be cross-blocked is detected in a BIA-
CORE assay.

78. Amino acid sequence according to any of aspects 75 or
76 wherein the ability of said amino acid sequence to
cross-block or to be cross-blocked is detected in an
ELISA assay.

79. Amino acid sequence according to any of aspects 72 to
78, that is in essentially isolated form.

80. Amino acid sequence according to any of aspects 72 to
79, for administration to a subject, wherein said amino
acid sequence does not naturally occur in said subject.

81. Amino acid sequence according to any of aspects 72 to
80, that can specifically bind to RANK-L with a disso-
ciation constant (K,,) of 107 to 1072 moles/liter or less,
and preferably 1077 to 10~'* moles/liter or less and more
preferably 1072 to 107! moles/liter.

82. Amino acid sequence according to any of aspects 72 to
81, that can specifically bind to RANK-L with a rate of
association (k_,-rate) of between 10* M~'s™! to about 107
M~'s7?, preferably between 10° M~'s~! and 107 M~'s~%,
more preferably between 10* M~'s™' and 107 M~'s™*,
such as between 10° M~!s™* and 10" M~'s~%.

83. Amino acid sequence according to any of aspects 72 to
82, that can specifically bind to RANK-L with a rate of
dissociation (k,, rate) between 1 s™" and 107° ™" prefer-
ably between 1072 s™' and 107 s7', more preferably
between 1073 s7! and 107% 57, such as between 10~* 5!
and 107°s7".

84. Amino acid sequence according to any of aspects 72 to
83, that can specifically bind to RANK-L with an affinity
less than 500 nM, preferably less than 200 nM, more
preferably less than 10 nM, such as less than 500 pM.

85. Amino acid sequence according to any of aspects 72 to
84, that is a naturally occurring amino acid sequence
(from any suitable species) or a synthetic or semi-syn-
thetic amino acid sequence.

86. Amino acid sequence according to any of aspects 72 to
85, that comprises an immunoglobulin fold or that under
suitable conditions is capable of forming an immuno-
globulin fold.
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87. Amino acid sequence according to any of aspects 72 to
86, that is an immunoglobulin sequence.

88. Amino acid sequence according to any of aspects 72 to
87, that is a naturally occurring immunoglobulin sequence
(from any suitable species) or a synthetic or semi-syn-
thetic immunoglobulin sequence.

89. Amino acid sequence according to any of aspects 72 to
88, that is a humanized immunoglobulin sequence, a
camelized immunoglobulin sequence or an immuno-
globulin sequence that has been obtained by techniques
such as affinity maturation.

90. Amino acid sequence according to any of aspects 73 to
89, that essentially consists of a light chain variable
domain sequence (e.g. a V -sequence); or of a heavy
chain variable domain sequence (e.g. a V-sequence).

91. Amino acid sequence according to any of aspects 72 to
90, that essentially consists of a heavy chain variable
domain sequence that is derived from a conventional
four-chain antibody or that essentially consist of a heavy
chain variable domain sequence that is derived from
heavy chain antibody.

92. Amino acid sequence according to any of aspects 72 to
91, that essentially consists of a domain antibody (or an
amino acid sequence that is suitable for use as a domain
antibody), of a single domain antibody (or an amino acid
sequence that is suitable for use as a single domain
antibody), of a “dAb” (or an amino acid sequence that is
suitable for use as a dAb) or of a NANOBODY (including
but not limited to a V; sequence).

93. Amino acid sequence according to any of aspects 72 to
92, that essentially consists of a NANOBODY.

94. Amino acid sequence according to any of aspects 72 to
93, that essentially consists of a NANOBODY that
1) has at least 80% amino acid identity with at least one of

the amino acid sequences of SEQ ID NO’s: 1 to 22, in
which for the purposes of determining the degree of
amino acid identity, the amino acid residues that form
the CDR sequences are disregarded;

and in which:

ii) preferably one or more of the amino acid residues at
positions 11, 37, 44, 45, 47, 83, 84, 103, 104 and 108
according to the Kabat numbering are chosen from the
Hallmark residues mentioned in Table A-3.

95. Amino acid sequence according to any of aspects 72 to
94, that essentially consists of a NANOBODY that
1) has at least 80% amino acid identity with at least one of

the amino acid sequences of SEQ ID NO’s: 560-621, in
which for the purposes of determining the degree of
amino acid identity, the amino acid residues that form
the CDR sequences are disregarded;

and in which:

ii) preferably one or more of the amino acid residues at
positions 11, 37, 44, 45, 47, 83, 84, 103, 104 and 108
according to the Kabat numbering are chosen from the
Hallmark residues mentioned in Table A-3.

96. Amino acid sequence according to any of aspects 72 to
95, that essentially consists of a humanized NANO-
BODY.

97. Amino acid sequence according to any of the preceding
aspects, that in addition to the at least one binding site for
binding formed by the CDR sequences, contains one or
more further binding sites for binding against other anti-
gens, proteins or targets.

98. NANOBODY that is directed against and/or that can
specifically bind to RANK-L.
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99. NANOBODY according to aspect 98, which is directed
against and/or can specifically bind to the RANK receptor
binding site on RANK-L.

100. NANOBODY according to any of aspects 98 or 99,
which is directed against and/or can specifically bind to
the intersubunit receptor-binding grooves on the
RANK-L trimer.

101. NANOBODY according to any of aspects 98 to 100,
which modulates binding of RANKL-L to RANK.

102. NANOBODY according to aspect 101, which inhibits
and/or prevents binding of RANKL-L. to RANK.

103. NANOBODY according to aspect 102, which inhibits
and/or prevents binding of RANKL-L to RANK, while
not reducing and/or inhibiting the RANK-L/OPG inter-
action.

104. NANOBODY according to any of aspects 98 to 103,
which is an antagonist of RANK-L.

105. NANOBODY according aspect 98, which is directed
against and/or can specifically bind to the OPG binding
site on RANK-L.

106. NANOBODY according aspects 98 or 105, which
modulates binding of RANKL-L to OPG.

107. NANOBODY according to aspect 106, which inhibits
the RANK/RANK-L interaction.

108. NANOBODY according to aspect 107, which is an
antagonist of RANK-L.

109. NANOBODY according to aspect 106, which does not
reduce or inhibit the RANK/RANK-L interaction.

110. NANOBODY according to aspect 109, which is an
agonist of RANK-L.

111. NANOBODY according to aspect 98, which prevents
and/or inhibits the formation of the RANK-L trimer.

112. NANOBODY according to aspect 98, which prevents
and/or inhibits the differentiation and/or proliferation of
osteoclasts.

113. NANOBODY according to aspect 98, which modulates
bone remodelling.

114. NANOBODY according to any of aspects 98 to 113,
which does not bind TRAIL.

115. NANOBODY according to any of aspects 98 to
which does not bind TNF-alpha.

116. NANOBODY according to any of aspects 98 to
which does not bind CD40 ligand.

117. NANOBODY according to any of aspects 98 to
which does not bind related TNF family members.

118. NANOBODY according to any of aspects 98 to
that is in essentially isolated form.

119. NANOBODY according to any of aspects 98 to 118,
that can specifically bind to RANK-L with a dissociation
constant (K,,) of 107 to 107*2 moles/liter or less, and
preferably 1077 to 107! moles/liter or less and more
preferably 1072 to 107! moles/liter.

120. NANOBODY according to any of aspects 98 to 119,
that can specifically bind to RANK-L with a rate of
association (k_,-rate) of between 10* M~'s™! to about 107
M~'s7!, preferably between 10> M~'s™ and 10" M~'s™!,
more preferably between 10* M~'s™' and 107 M~'s™*,
such as between 10° M~!s™* and 10" M~'s~%.

121. NANOBODY according to any of aspects 98 to 120,
that can specifically bind to RANK-L with a rate of
dissociation (k,, rate) between 1 s~ and 107° 57!, pref-
erably between 1072 s=* and 107° s~!, more preferably
between 107> 57! and 107% s7*, such as between 107* 57!
and 107°s7".

122. NANOBODY according to any of aspects 98 to 121,
that can specifically bind to RANK-L with an affinity less

114,
115,
116,

117,
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than 500 nM, preferably less than 200 nM, more prefer-

ably less than 10 nM, such as less than 500 pM.

123. NANOBODY according to any of aspects 98 to 122,
that is a naturally occurring NANOBODY (from any
suitable species) or a synthetic or semi-synthetic NANO-
BODY.

124. NANOBODY according to any of aspects 98 to 123
that is a V,, sequence, a partially humanized V,
sequence, a fully humanized V,,, sequence, a camelized
heavy chain variable domain or a NANOBODY that has
been obtained by techniques such as affinity maturation.

125. NANOBODY according to any of aspects 98 to 124,
that
1) has at least 80% amino acid identity with at least one of

the amino acid sequences of SEQ ID NO’s: 1 to 22, in
which for the purposes of determining the degree of
amino acid identity, the amino acid residues that form
the CDR sequences are disregarded;

and in which:

ii) preferably one or more of the amino acid residues at
positions 11, 37, 44, 45, 47, 83, 84, 103, 104 and 108
according to the Kabat numbering are chosen from the
Hallmark residues mentioned in Table A-3.

126. NANOBODY according to any of aspects 98 to 125,
that
1) has at least 80% amino acid identity with at least one of

the amino acid sequences of SEQ ID NO’s: 560-621, in
which for the purposes of determining the degree of
amino acid identity, the amino acid residues that form
the CDR sequences are disregarded;

and in which:

ii) preferably one or more of the amino acid residues at
positions 11, 37, 44, 45, 47, 83, 84, 103, 104 and 108
according to the Kabat numbering are chosen from the
Hallmark residues mentioned in Table A-3.

127. NANOBODY according to any of aspects 98 to 126, in
which:

CDR1 is chosen from the group consisting of:

a) the amino acid sequences of SEQ ID NO’s: 188-249;

b) amino acid sequences that have at least 80% amino acid
identity with at least one of the amino acid sequences
of SEQ ID NO’s: 188-249;

¢) amino acid sequences that have 3, 2, or 1 amino acid
difference with at least one of the amino acid sequences
of SEQ ID NO’s: 188-249;

and/or

CDR2 is chosen from the group consisting of:

d) the amino acid sequences of SEQ ID NO’s: 312-373
and 758;

e) amino acid sequences that have at least 80% amino acid
identity with at least one of the amino acid sequences
of SEQ ID NO’s: 312-373 and 758;

f) amino acid sequences that have 3, 2, or 1 amino acid
difference with at least one of the amino acid sequences
of SEQ ID NO’s: 312-373 and 758;

and/or

CDR3 is chosen from the group consisting of:

g) the amino acid sequences of SEQ ID NO’s: 436-497;

h) amino acid sequences that have at least 80% amino acid
identity with at least one of the amino acid sequences
of SEQ ID NO’s: 436-497,

i) amino acid sequences that have 3, 2, or 1 amino acid
difference with at least one of the amino acid sequences
of SEQ ID NO’s: 436-497.

128. NANOBODY according to any of aspects 98 to 129, in
which:
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CDR1 is chosen from the group consisting of:

a) the amino acid sequences of SEQ ID NO’s: 188-249;

b) amino acid sequences that have at least 80% amino acid
identity with at least one of the amino acid sequences
of SEQ ID NO’s: 188-249;

¢) amino acid sequences that have 3, 2, or 1 amino acid
difference with at least one of the amino acid sequences
of SEQ ID NO’s: 188-249;

and

CDR2 is chosen from the group consisting of:

d) the amino acid sequences of SEQ ID NO’s: 312-373
and 758;

e) amino acid sequences that have at least 80% amino acid
identity with at least one of the amino acid sequences
of SEQ ID NO’s: 312-373 and 758;

f) amino acid sequences that have 3, 2, or 1 amino acid
difference with at least one of the amino acid sequences
of SEQ ID NO’s: 312-373 and 758;

and

CDR3 is chosen from the group consisting of:

g) the amino acid sequences of SEQ ID NO’s: 436-497;

h) amino acid sequences that have at least 80% amino acid
identity with at least one of the amino acid sequences
of SEQ ID NO’s: 436-497,

i) amino acid sequences that have 3, 2, or 1 amino acid
difference with at least one of the amino acid sequences
of SEQ ID NO’s: 439-497.

129. NANOBODY according to any of aspects 98 to 128, in
which the CDR sequences have at least 70% amino acid
identity, preferably at least 80% amino acid identity, more
preferably at least 90% amino acid identity, such as 95%
amino acid identity or more or even essentially 100%
amino acid identity with the CDR sequences of at least
one of the amino acid sequences of SEQ ID NO’s:
560-621.

130. NANOBODY according to any of aspects 98 to 129,
which is a partially humanized NANOBODY.

131. NANOBODY according to any of aspects 98 to 130,
which is a fully humanized NANOBODY.

132. NANOBODY according to any of aspects 98 to 131,
that is chosen from the group consisting of SEQ ID NO’s:
560-621 or from the group consisting of from amino acid
sequences that have more than 80%, preferably more than
90%, more preferably more than 95%, such as 99% or
more sequence identity (as defined herein) with at least
one of the amino acid sequences of SEQ ID NO’s:
560-621.

133. NANOBODY according to any of aspects 98 to 131,
which is a humanized NANOBODY that is chosen from
the group consisting of SEQ 1D NO’s: 730-757 and 765
or from the group consisting of from amino acid
sequences that have more than 80%, preferably more than
90%, more preferably more than 95%, such as 99% or
more sequence identity (as defined herein) with at least
one of the amino acid sequences of SEQ ID NO’s:
730-757 and 765.

134. NANOBODY according to any of aspects 98 to 133,
that is chosen from the group consisting of SEQ ID NO’s:
560-621 or from the group consisting of SEQ ID NO’s:
730-757 and 765.

135. NANOBODY directed against RANK-L. that cross-
blocks the binding of at least one of the amino acid
sequences according to any of aspects 42 to 48 or 72 to 74
or NANOBODIES according to any of aspects 127 to 134
to RANK-L.

136. NANOBODY directed against RANK-L that is cross-
blocked from binding to RANK-L by at least one of the
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amino acid sequences according to any of aspects 42 to 48
or 72 to 74 or NANOBODIES according to any of aspects
127 to 143.

137. NANOBODY according to any of aspects 135 or 136
wherein the ability of said NANOBODY to cross-block or
to be cross-blocked is detected in a BIACORE assay.

138. NANOBODY according to any of aspects 135 or 136
wherein the ability of said NANOBODY to cross-block or
to be cross-blocked is detected in an ELISA assay.

139. Polypeptide that comprises or essentially consists of
one or more amino acid sequences according to any of
aspects 1 to 97 and/or one or more NANOBODIES
according to any of aspects 98 to 138, and optionally
further comprises one or more other amino acid binding
units, optionally linked via one or more peptidic linkers.

140. Polypeptide according to aspect 139, in which said one
or more binding units are immunoglobulin sequences.

141. Polypeptide according to any of aspects 139 or 140, in
which said one or more other binding units are chosen
from the group consisting of domain antibodies, amino
acid sequences that are suitable for use as a domain
antibody, single domain antibodies, amino acid sequences
that are suitable for use as a single domain antibody,
“dAb”’s, amino acid sequences that are suitable for use as
a dAb, or NANOBODIES.

142. Polypeptide according to any of aspects 139 to 141, in
which said one or more amino acid sequences of the
invention are immunoglobulin sequences.

143. Polypeptide according to any of aspects 139 to 142, in
which said one or more amino acid sequences of the
invention are chosen from the group consisting of domain
antibodies, amino acid sequences that are suitable for use
as a domain antibody, single domain antibodies, amino
acid sequences that are suitable for use as a single domain
antibody, “dAb”’s, amino acid sequences that are suitable
for use as a dAb, or NANOBODIES.

144. Polypeptide according to any of aspects 139 to 143, that
comprises or essentially consists of one or more NANO-
BODIES according to any of aspects 98 to 138 and in
which said one or more other binding units are NANO-
BODIES.

145. Polypeptide according to any of aspects 139 to 144,
which is a multivalent construct.

146. Polypeptide according to any of aspects 139 to 145,
which is a multiparatopic construct.

147. Polypeptide according to any of aspects 139 to 146,
which is a multispecific construct.

148. Polypeptide according to any of aspects 139 to 147,
which has an increased half-life, compared to the corre-
sponding amino acid sequence according to any of aspects
110 97 per se or NANOBODY according to any of aspects
98 to 138 per se, respectively.

149. Polypeptide according to aspect 148, in which said one
or more other binding units provide the polypeptide with
increased half-life, compared to the corresponding amino
acid sequence according to any of aspects 1 to 97 per se
or NANOBODY according to any of aspects 98 to 138 per
se, respectively.

150. Polypeptide according to aspect 149, in which said one
or more other binding units that provide the polypeptide
with increased half-life is chosen from the group consist-
ing of serum proteins or fragments thereof, binding units
that can bind to serum proteins, an Fc portion, and small
proteins or peptides that can bind to serum proteins.

151. Polypeptide according to aspect 149, in which said one
or more other binding units that provide the polypeptide
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with increased half-life is chosen from the group consist-
ing of human serum albumin or fragments thereof.

152. Polypeptide according to aspect 149, in which said one
or more other binding units that provides the polypeptide
with increased half-life are chosen from the group con-
sisting of binding units that can bind to serum albumin
(such as human serum albumin) or a serum immuno-
globulin (such as IgG).

153. Polypeptide according to aspect 149, in which said one
or more other binding units that provides the polypeptide
with increased half-life are chosen from the group con-
sisting of domain antibodies, amino acid sequences that
are suitable for use as a domain antibody, single domain
antibodies, amino acid sequences that are suitable for use
as a single domain antibody, “dAb’’s, amino acid
sequences that are suitable for use as a dAb, or NANO-
BODIES that can bind to serum albumin (such as human
serum albumin) or a serum immunoglobulin (such as
1gG).

154. Polypeptide according to aspect 149, in which said one
or more other binding units that provides the polypeptide
with increased half-life is a NANOBODY that can bind to
serum albumin (such as human serum albumin) or a
serum immunoglobulin (such as IgG).

155. Polypeptide according to any of aspects 148 to 154, that
has a serum half-life that is at least 1.5 times, preferably
at least 2 times, such as at least 5 times, for example at
least 10 times or more than 20 times, greater than the
half-life of the corresponding amino acid sequence
according to any of aspects 1 to 97 per se or NANO-
BODY according to any of aspects 98 to 138 per se,
respectively.

156. Polypeptide according to any of aspects 148 to 155, that
has a serum half-life that is increased with more than 1
hours, preferably more than 2 hours, more preferably
more than 6 hours, such as more than 12 hours, or even
more than 24, 48 or 72 hours, compared to the corre-
sponding amino acid sequence according to any of aspects
1to 97 per se or NANOBODY according to any of aspects
98 to 138 per se, respectively.

157. Polypeptide according to any of aspects 148 to 156, that
has a serum half-life in human of at least about 12 hours,
preferably at least 24 hours, more preferably at least 48
hours, even more preferably at least 72 hours or more; for
example, of at least 5 days (such as about 5 to 10 days),
preferably at least 9 days (such as about 9 to 14 days),
more preferably at least about 10 days (such as about 10
to 15 days), or at least about 11 days (such as about 11 to
16 days), more preferably at least about 12 days (such as
about 12 to 18 days or more), or more than 14 days (such
as about 14 to 19 days).

158. Compound or construct, that comprises or essentially
consists of one or more amino acid sequences according
to any of aspects 1 to 97 and/or one or more NANO-
BODIES according to any of aspects 98 to 138, and
optionally further comprises one or more other groups,
residues, moieties or binding units, optionally linked via
one or more linkers.

159. Compound or construct according to aspect 158, in
which said one or more other groups, residues, moieties or
binding units are amino acid sequences.

160. Compound or construct according to any of aspects 158
to 159, in which said one or more linkers, if present, are
one or more amino acid sequences.

161. Compound or construct according to any of aspects 158
to 160, in which said one or more other groups, residues,
moieties or binding units are immunoglobulin sequences.
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162. Compound or construct according to any of aspects 158
to 161, in which said one or more other groups, residues,
moieties or binding units are chosen from the group
consisting of domain antibodies, amino acid sequences
that are suitable for use as a domain antibody, single
domain antibodies, amino acid sequences that are suitable
for use as a single domain antibody, “dAb’’s, amino acid
sequences that are suitable for use as a dAb, or NANO-
BODIES.

163. Compound or construct according to any of aspect 158
to 162, in which said one or more amino acid sequences
of the invention are immunoglobulin sequences.

164. Compound or construct according to any of aspects 158
to 163, in which said one or more amino acid sequences
of the invention are chosen from the group consisting of
domain antibodies, amino acid sequences that are suitable
for use as a domain antibody, single domain antibodies,
amino acid sequences that are suitable for use as a single
domain antibody, “dAb”’s, amino acid sequences that are
suitable for use as a dAb, or NANOBODIES.

165. Compound or construct, that comprises or essentially
consists of one or more NANOBODIES according to any
of aspects 98 to 138 and in which said one or more other
groups, residues, moieties or binding units are NANO-
BODIES.

166. Compound or construct according to any of aspects 158
to 165, which is a multivalent construct.

167. Compound or construct according to any of aspects 158
to 166, which is a multiparatopic construct.

168. Compound or construct according to any of aspects 158
to 167, which is a multispecific construct.

169. Compound or construct according to any of aspects 158
to 168, which has an increased half-life, compared to the
corresponding amino acid sequence according to any of
aspects 1 to 97 per se or NANOBODY according to any
of aspects 98 to 138 per se, respectively.

170. Compound or construct according to aspect 169, in
which said one or more other groups, residues, moieties or
binding units provide the compound or construct with
increased half-life, compared to the corresponding amino
acid sequence according to any of aspects 1 to 97 per se
or NANOBODY according to any of aspects 98 to 138 per
se, respectively

171. Compound or construct according to aspect 170, in
which said one or more other groups, residues, moieties or
binding units that provide the compound or construct with
increased half-life is chosen from the group consisting of
serum proteins or fragments thereof, binding units that
can bind to serum proteins, an Fc portion, and small
proteins or peptides that can bind to serum proteins.

172. Compound or construct according to aspect 170, in
which said one or more other groups, residues, moieties or
binding units that provide the compound or construct with
increased half-life is chosen from the group consisting of
human serum albumin or fragments thereof.

173. Compound or construct according to aspect 170, in
which said one or more other groups, residues, moieties or
binding units that provides the compound or construct
with increased half-life are chosen from the group con-
sisting of binding units that can bind to serum albumin
(such as human serum albumin) or a serum immuno-
globulin (such as IgG).

174. Compound or construct according to aspect 170, in
which said one or more other groups, residues, moieties or
binding units that provides the compound or construct
with increased half-life are chosen from the group con-
sisting of domain antibodies, amino acid sequences that
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are suitable for use as a domain antibody, single domain
antibodies, amino acid sequences that are suitable for use
as a single domain antibody, “dAb’’s, amino acid
sequences that are suitable for use as a dAb, or NANO-
BODIES that can bind to serum albumin (such as human
serum albumin) or a serum immunoglobulin (such as
1gG).

175. Compound or construct according to aspect 170, in
which said one or more other groups, residues, moieties or
binding units that provides the compound or construct
with increased half-life is a NANOBODY that can bind to
serum albumin (such as human serum albumin) or a
serum immunoglobulin (such as IgG).

176. Compound or construct according to any of aspects 169
to 175, that has a serum half-life that is at least 1.5 times,
preferably at least 2 times, such as at least 5 times, for
example at least 10 times or more than 20 times, greater
than the half-life of the corresponding amino acid
sequence according to any of aspects 1 to 97 per se or
NANOBODY according to any of aspects 98 to 138 per
se, respectively.

177. Compound or construct according to any of aspects 169
to 176, that has a serum half-life that is increased with
more than 1 hours, preferably more than 2 hours, more
preferably more than 6 hours, such as more than 12 hours,
or even more than 24, 48 or 72 hours, compared to the
corresponding amino acid sequence according to any of
aspects 1 to 978 per se or NANOBODY according to any
of aspects 98 to 138 per se, respectively.

178. Compound or construct according to any of aspects 169
to 177, that has a serum half-life in human of at least about
12 hours, preferably at least 24 hours, more preferably at
least 48 hours, even more preferably at least 72 hours or
more; for example, of at least 5 days (such as about 5 to
10 days), preferably at least 9 days (such as about 9 to 14
days), more preferably at least about 10 days (such as
about 10 to 15 days), or at least about 11 days (such as
about 11 to 16 days), more preferably at least about 12
days (such as about 12 to 18 days or more), or more than
14 days (such as about 14 to 19 days).

179. Monovalent construct, comprising or essentially con-
sisting of one amino acid sequence according to any of
aspects 1 to 97 and/or one NANOBODY according to any
of aspects 98 to 138.

180. Monovalent construct according to aspect 179, in
which said amino acid sequence of the invention is chosen
from the group consisting of domain antibodies, amino
acid sequences that are suitable for use as a domain
antibody, single domain antibodies, amino acid sequences
that are suitable for use as a single domain antibody,
“dAb”’s, amino acid sequences that are suitable for use as
a dAb, or NANOBODIES.

181. Monovalent construct, comprising or essentially con-
sisting of one NANOBODY according to any of aspects
98 to 138.

182. Nucleic acid or nucleotide sequence, that encodes an
amino acid sequence according to any of aspects 1 to 97,
a NANOBODY according to any of aspects 98 to 138, a
polypeptide according to any of aspects 139 to 157, a
compound or construct according to any of aspects 158 to
178, or a monovalent construct according to any of
aspects 179 to 181.

183. Nucleic acid or nucleotide sequence according to aspect
182, that is in the form of a genetic construct.

184. Host or host cell that expresses, or that under suitable
circumstances is capable of expressing, an amino acid
sequence according to any of aspects 1 to 97, a NANO-
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BODY according to any of aspects 98 to 138, a polypep-
tide according to any of aspects 139 to 157, a compound
or construct according to any of aspects 158 to 178, or a
monovalent construct according to any of aspects 179 to
181; and/or that comprises a nucleic acid or nucleotide
sequence according to aspect 182, or a genetic construct
according to aspect 183.
185. Composition, comprising at least one amino acid
sequence according to any of aspects 1 to 97, NANO-
BODY according to any of aspects 98 to 138, polypeptide
according to any of aspects 139 to 157, compound or
construct according to any of aspects 158 to 178, mon-
ovalent construct according to any of aspects 179 to 181,
or nucleic acid or nucleotide sequence according to
aspects 182 to 183.
186. Composition according to aspect 185, which is a
pharmaceutical composition.
187. Composition according to aspect 186, which is a
pharmaceutical composition, that further comprises at
least one pharmaceutically acceptable carrier, diluent or
excipient and/or adjuvant, and that optionally comprises
one or more further pharmaceutically active polypeptides
and/or compounds.
188. Method for producing an amino acid sequence accord-
ing to any of aspects 1 to 97, a NANOBODY according
to any of aspects 98 to 138, a polypeptide according to any
of aspects 139 to 157, a compound or construct according
to any of aspects 158 to 178, a pharmaceutical composi-
tion according to any of aspects 186 or 187, or a mon-
ovalent construct according to any of aspects 179 to 181,
that is such that it can be obtained by expression of a
nucleic acid or nucleotide sequence encoding the same,
said method at least comprising the steps of:
expressing, in a suitable host cell or host organism or in
another suitable expression system, a nucleic acid or
nucleotide sequence according to aspect 182, or a
genetic construct according to aspect 183, optionally
followed by:

isolating and/or purifying the amino acid sequence
according to any of aspects 1 to 97, the NANOBODY
according to any of aspects 98 to 138, the polypeptide
according to any of aspects 139 to 157, the compound
or construct according to any of aspects 158 to 178, that
is such that it can be obtained by expression of a nucleic
acid or nucleotide sequence encoding the same, or the
monovalent construct according to any of aspects 179
to 181, thus obtained.

189. Method for producing an amino acid sequence accord-
ing to any of aspects 1 to 97, a NANOBODY according
to any of aspects 98 to 138, a polypeptide according to any
of aspects 139 to 157, a compound or construct according
to any of aspects 158 to 178, a pharmaceutical composi-
tion according to any of aspects 186 or 187, or a mon-
ovalent construct according to any of aspects 179 to 181,
that is such that it can be obtained by expression of a
nucleic acid or nucleotide sequence encoding the same,
said method at least comprising the steps of:
cultivating and/or maintaining a host or host cell accord-

ing to aspect 184 under conditions that are such that
said host or host cell expresses and/or produces at least
one amino acid sequence according to any of aspects 1
to 97, NANOBODY according to any of aspects 98 to
138, polypeptide according to any of aspects 139 to
157, compound or construct according to any of aspects
158 to 178, that is such that it can be obtained by
expression of a nucleic acid or nucleotide sequence
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encoding the same, or a monovalent construct accord-
ing to any of aspects 179 to 181,

optionally followed by:

isolating and/or purifying the amino acid sequence
according to any of aspects 1 to 97, the NANOBODY
according to any of aspects 98 to 138, the polypeptide
according to any of aspects 139 to 157, the compound
or construct according to any of aspects 158 to 178, that
is such that it can be obtained by expression of a nucleic
acid or nucleotide sequence encoding the same, or the
monovalent construct according to any of aspects 179
to 181 thus obtained.

190. Method for screening amino acid sequences directed
against RANK-L that comprises at least the steps of:

a) providing a set, collection or library of nucleic acid
sequences encoding amino acid sequences;

b) screening said set, collection or library of nucleic acid
sequences for nucleic acid sequences that encode an
amino acid sequence that can bind to and/or has affinity
for RANK-L and that is cross-blocked or is cross
blocking a NANOBODY of the invention, e.g. SEQ ID
NO’s: 560-621, or a humanized NANOBODY of the
invention, e.g. SEQ ID NO’s: 730-757 and 765, or a
polypeptide or construct of the invention, e.g. SEQ ID
NO’s: 622-729, 759-762 and 766-773; and

c) isolating said nucleic acid sequence, followed by
expressing said amino acid sequence.

191. Method for the prevention and/or treatment of at least
one bone disease or disorder, said method comprising
administering, to a subject in need thereof, a pharmaceu-
tically active amount of at least one amino acid sequence
according to any of aspects 1 to 97, NANOBODY accord-
ing to any of aspects 98 to 138, polypeptide according to
any of aspects 139 to 157, compound or construct accord-
ing to any of aspects 158 to 178, monovalent construct
according to any of aspects 179 to 181, or composition
according to aspect 186 or 187.

192. Method for the prevention and/or treatment of at least
one disease or disorder that is associated with RANK-L,
with its biological or pharmacological activity, and/or
with the biological pathways or signalling in which
RANK-L is involved, said method comprising adminis-
tering, to a subject in need thereof, a pharmaceutically
active amount of at least one amino acid sequence accord-
ing to any of aspects 1 to 97, NANOBODY according to
any of aspects 98 to 138, polypeptide according to any of
aspects 139 to 157, compound or construct according to
any of aspects 158 to 178, monovalent construct accord-
ing to any of aspects 179 to 181, or composition according
to aspect 186 or 187.

193. Method for the prevention and/or treatment of at least
one disease or disorder that can be prevented and/or
treated by administering, to a subject in need thereof, an
amino acid sequence according to any of aspects 1 to 97,
NANOBODY according to any of aspects 98 to 138,
polypeptide according to any of aspects 139 to 157,
compound or construct according to any of aspects 158 to
178 or a monovalent construct according to any of aspects
179 to 181, said method comprising administering, to a
subject in need thereof, a pharmaceutically active amount
of at least one amino acid sequence according to any of
aspects 1 to 97, NANOBODY according to any of aspects
98 to 138, polypeptide according to any of aspects 139 to
157, compound or construct according to any of aspects
158 to 178, monovalent construct according to any of
aspects 179 to 181, or composition according to aspect
186 or 187.
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194. Method for immunotherapy, said method comprising
administering, to a subject in need thereof, a pharmaceu-
tically active amount of at least one amino acid sequence
according to any of aspects 1 to 97, NANOBODY accord-
ing to any of aspects 98 to 138, polypeptide according to
any of aspects 139 to 157, compound or construct accord-
ing to any of aspects 158 to 178, monovalent construct
according to any of aspects 179 to 181, or composition
according to aspect 186 or 187.

195. Use of an amino acid sequence according to any of
aspects 1 to 97, NANOBODY according to any of aspects
98 to 138, polypeptide according to any of aspects 139 to
157, compound or construct according to any of aspects
158 to 178 or a monovalent construct according to any of
aspects 179 to 181, in the preparation of a pharmaceutical
composition for prevention and/or treatment of at least
one bone disease or disorder; and/or for use in one or
more of the methods according to aspects 191 to 194.

196. Amino acid sequence according to any of aspects 1 to
97, NANOBODY according to any of aspects 98 to 138,
polypeptide according to any of aspects 139 to 157,
compound or construct according to any of aspects 158 to
178, or a monovalent construct according to any of
aspects 179 to 181 for prevention and/or treatment of at
least one bone disease or disorder.

197. Part or fragment of an amino acid sequence according
to any of aspects 1 to 97, or of a NANOBODY according
to any of aspects 98 to 138.

198. Part or fragment according to aspect 197, which is
directed against and/or can specifically bind to the RANK
receptor binding site on RANK-L.

199. Part or fragment according to any of aspects 197 or 198,
which is directed against and/or can specifically bind to
the intersubunit receptor-binding grooves on the
RANK-L trimer.

200. Part or fragment according to any of aspects 197 to 199,
which modulates binding of RANKL-L, to RANK.

201. Part or fragment according to aspect 200, which
inhibits and/or prevents binding of RANKL-L to RANK.

202. Part or fragment according to aspect 201, which
inhibits and/or prevents binding of RANKL-L to RANK,
while not reducing and/or inhibiting the RANK-L/OPG
interaction.

203. Part or fragment according to any of aspects 197 to 202,
which is an antagonist of RANK-L

204. Part or fragment according aspect 197, which is
directed against and/or can specifically bind to the OPG
binding site on RANK-L..

205. Part or fragment according aspects 197 or 204, which
modulates binding of RANKL-L to OPG.

206. Part or fragment according to aspect 205, which
inhibits the RANK/RANK-L interaction.

207. Part or fragment according to aspect 206, which is an
antagonist of RANK-L.

208. Part or fragment according to aspect 205, which does
not reduce or inhibit the RANK/RANK-L interaction.
209. Part or fragment according to aspect 208, which is an

agonist of RANK-L.

210. Part or fragment according to aspect 197, which
prevents and/or inhibits the formation of the RANK-L
trimer.

211. Part or fragment according to aspect 197, which pre-
vents and/or inhibits the differentiation and/or prolifera-
tion of osteoclasts.

212. Part or fragment according to aspect 197, which
modulates bone remodelling.
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213. Part or fragment according to any of aspects 197 to 212,
which does not bind TRAIL.

214. Part or fragment according to any of aspects 197 to 213,
which does not bind TNF-alpha.

215. Part or fragment according to any of aspects 197 to 214,
which does not bind CD40 ligand.

216. Part or fragment according to any of aspects 197 to 215,
which does not bind related TNF family members.

217. Part of fragment according to any of aspects 197 to 216,
that can specifically bind to RANK-L with a dissociation
constant (K,,) of 107 to 1072 moles/liter or less, and
preferably 1077 to 107! moles/liter or less and more
preferably 1072 to 107! moles/liter.

218. Part or fragment according to any of aspects 197 to 217,
that can specifically bind to RANK-L with a rate of
association (k,,-rate) of between 10> M~'s™! to about 107
M™'s7?, preferably between 10° M~'s™! and 107 M~'s™!,
more preferably between 10* M~'s™' and 107 M~'s™,
such as between 10° M~'s™" and 10" M~'s™".

219. Part or fragment according to any of aspects 197 to 218,
that can specifically bind to RANK-L with a rate of
dissociation (k,,rate) between 1 s and 107° s™* preferably
between 1072 s~ and 107° s™!, more preferably between
1073 57! and 107% s7*, such as between 10~* s~ and 107¢
s™h

220. Compound or construct, that comprises or essentially
consists of one or more parts or fragments according to
any of aspects 197 to 219, and optionally further com-
prises one or more other groups, residues, moieties or
binding units, optionally linked via one or more linkers.

221. Compound or construct according to aspect 220, in
which said one or more other groups, residues, moieties or
binding units are amino acid sequences.

222. Compound or construct according to any of aspects 220
or 221, in which said one or more linkers, if present, are
one or more amino acid sequences.

223. Nucleic acid or nucleotide sequence, that encodes a part
or fragment according to any of aspects 197 to 219 or a
compound or construct according to aspect 222.

224. Composition, comprising at least one part or fragment
according to any of aspects 197 to 219, compound or
construct according to any of aspects 220 to 222, or
nucleic acid or nucleotide sequence according to aspect
223.

225. Derivative of an amino acid sequence according to any
of'aspects 1 to 97, or of a NANOBODY according to any
of aspects 98 to 138.

226. Derivative according to aspect 225, that can specifically
bind to RANK-L.

227. Derivative according to aspect 226, which is directed
against and/or can specifically bind to the RANK receptor
binding site on RANK-L.

228. Derivative according to any of aspects 226 or 227,
which is directed against and/or can specifically bind to
the intersubunit receptor-binding grooves on the
RANK-L trimer.

229. Derivative according to any of aspects 226 to 228,
which modulates binding of RANKL-L to RANK.

230. Derivative according to aspect 229, which inhibits
and/or prevents binding of RANKL-L. to RANK.

231. Derivative according to aspect 230, which inhibits
and/or prevents binding of RANKL-L to RANK, while
not reducing and/or inhibiting the RANK-L/OPG inter-
action.

232. Derivative according to any of aspects 226 to 231,
which is an antagonist of RANK-L
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233. Derivative according aspect 226, which is directed
against and/or can specifically bind to the OPG binding
site on RANK-L.

234. Derivative according aspects 226 or 233, which modu-
lates binding of RANKL-L to OPG.

235. Derivative according to aspect 234, which inhibits
and/or prevents the RANK/RANK-L interaction.

236. Derivative according to aspect 235, which is an antago-
nist of RANK-L.

237. Derivative according to aspect 234, which does not
reduce or inhibit the RANK/RANK-L interaction.

238. Derivative according to aspect 237, which is an agonist
of RANK-L.

239. Derivative according to aspect 226, which prevents
and/or inhibits the formation of the RANK-L trimer.

240. Derivative according to aspect 226, which prevents
and/or inhibits the differentiation and/or proliferation of
osteoclasts.

241. Derivative according to aspect 226, which modulates
bone remodelling.

242. Derivative according to any of aspects 226 to 241,
which does not bind TRAIL.

243. Derivative according to any of aspects 226 to 242,
which does not bind TNF-alpha.

244. Derivative according to any of aspects 226 to 243,
which does not bind CD40 ligand.

245. Derivative according to any of aspects 226 to 244,
which does not bind related TNF family members.

246. Derivative according to any of aspects 226 to 245, that
can specifically bind to RANK-I. with a dissociation
constant (K,,) of 107> to 107*% moles/liter or less, and
preferably 1077 to 107'? moles/liter or less and more
preferably 1078 to 10712 moles/liter.

247. Derivative according to any of aspects 226 to 246, that
can specifically bind to RANK-L with a rate of associa-
tion (k,,-rate) of between 10> M~'s™' to about 10’
M~!s7!, preferably between 10> M~'s™! and 10" M~'s™%,
more preferably between 10* M~'s™' and 107 M™'s™!,
such as between 10° M~'s™! and 107 M~'s7%.

248. Derivative according to any of aspects 226 to 247, that
can specifically bind to RANK-L with a rate of dissocia-
tion (k,, rate) between 1 s™' and 107 57! preferably
between 1072 s7 and 107 5™, more preferably between
1072 s and 107% 57%, such as between 10~* s~ and 1076
st

249. Derivative of a compound or construct according to any
of aspects 158 to 178.

250. Derivative according to aspect 249, that can specifically
bind to RANK-L.

251. Derivative according to any of aspects 249 to 250, that
can specifically bind to RANK-I. with a dissociation
constant (K,,) of 107> to 107*% moles/liter or less, and
preferably 1077 to 107'? moles/liter or less and more
preferably 1078 to 10712 moles/liter.

252. Derivative according to any of aspects 249 to 251, that
can specifically bind to RANK-L with a rate of associa-
tion (k,,-rate) of between 10> M~'s™' to about 10’
M's7!, preferably between 10> M~'s~! and 10" M~'s™,
more preferably between 10* M~'s™' and 107 M™'s™!,
such as between 10° M~*s™! and 107 M~ s7%.

253. Derivative according to any of aspects 249 to 252, that
can specifically bind to RANK-L with a rate of dissocia-
tion (k,, rate) between 1 s™ and 107° 57!, preferably
between 1072 s™ and 107 5™, more preferably between
1072 s and 107% 57%, such as between 10~* s~ and 1076
st
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254. Derivative according to any of aspects 225 to 253, that
has a serum half-life that is at least 1.5 times, preferably
at least 2 times, such as at least 5 times, for example at
least 10 times or more than 20 times, greater than the
half-life of the corresponding amino acid sequence
according to any of aspects 1 to 97 per se, NANOBODY
according to any of aspects 98 to 138 per se, polypeptide
according to any of aspects 139 to 157, or compound or
construct according to any of aspects 158 to 178 per se.

255. Derivative according to any of aspects 225 to 254, that
has a serum half-life that is increased with more than 1
hours, preferably more than 2 hours, more preferably
more than 6 hours, such as more than 12 hours, or even
more than 24, 48 or 72 hours, compared to the corre-
sponding amino acid sequence according to any of aspects
1to 97 per se or NANOBODY according to any of aspects
98 to 138 per se, polypeptide according to any of aspects
139 to 157, or compound or construct according to any of
aspects 158 to 178 per se.

256. Derivative according to any of aspects 225 to 255, that
has a serum half-life in human of at least about 12 hours,
preferably at least 24 hours, more preferably at least 48
hours, even more preferably at least 72 hours or more; for
example, at least 5 days (such as about 5 to 10 days),
preferably at least 9 days (such as about 9 to 14 days),
more preferably at least about 10 days (such as about 10
to 15 days), or at least about 11 days (such as about 11 to
16 days), more preferably at least about 12 days (such as
about 12 to 18 days or more), or more than 14 days (such
as about 14 to 19 days).

257. Derivative according to any of aspects 225 to 256, that
is a pegylated derivative.

258. Compound or construct, that comprises or essentially
consists of one or more derivatives according to any of
aspects 225 to 257, and optionally further comprises one
or more other groups, residues, moieties or binding units,
optionally linked via one or more linkers.

259. Compound or construct according to aspect 258, in
which said one or more other groups, residues, moieties or
binding units are amino acid sequences.

260. Compound or construct according to any of aspects 258
or 259, in which said one or more linkers, if present, are
one or more amino acid sequences.

261. Nucleic acid encoding one derivative to any of aspects
225 to 257 or a compound or construct according to any
of aspects 258 to 260.

262. Composition, comprising at least one derivative to any
of aspects 225 to 257, compound or construct according
to any of aspects 258 to 260, or nucleic acid or nucleotide
sequence according to aspects 261.

BRIEF DESCRIPTION OF THE DRAWINGS

FIG. 1: Results of competition ELISA with TNFa,
TRAIL, CD40L and RANK-L as described in Example 3.2.
A: binding of RANKL6 NANOBODY; B: binding of
RANKL9 NANOBODY; C: binding of RANKIL13 NANO-
BODY; D: binding of RANKIL.15 NANOBODY; E: binding
of RANKL18 NANOBODY.

FIG. 2: Results of cell based competition binding assay
with monovalent and trivalent anti-RANK-L NANOBOD-
IES as described in Example 4.3. A: inhibition with
RANKL 13 and RANKIL130 NANOBODIES; B: inhibition
with RANKL15 and RANKL150 NANOBODIES; C: inhi-
bition with RANKL18 and RANKL180 NANOBODIES.
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Solid line: monovalent NANOBODY; Long dashed line:
trivalent bispecific NANOBODY; Short dashed line: irrel-
evant NANOBODY.

FIG. 3: The effects of the NANOBODIES on the differ-
entiation of human osteoclasts. The results are shown as
TRACP 5b values. The groups are: BL=Baseline (no added
compounds); C=control (100 ng/ml OPG); A1=0.05 nM;
A2=0.3 nM; A3=1 nM; A4=3 nM; A5=10 nM; A6=50 nM,
A7=250 nM. The results of all groups were compared
separately with the results of the baseline group using
one-way ANOVA. Asterisks indicate statistically significant
inhibitory effects compared with baseline. All NANOBOD-
IES inhibit dose-dependently osteoclast differentiation
(***p<0.001). 3-A: RANKLG60; 3-B: RANKL130; 3-C:
RANK-1.180.

FIG. 4: (A) Serum NTx levels expressed as % change of
baseline upon administration of NANOBODIES (values
below detection limit are not included). (B) Average Serum
NTx levels expressed as % change of baseline upon admin-
istration of small molecule Ibamdronate (IBN) or of nega-
tive control NANOBODY ALB-1.

FIG. 5: Serum BAP levels expressed as % change of
baseline upon administration of NANOBODIES.

FIG. 6: Alignment of humanized RANKL13hum5 (SEQ
1D NO: 755) to the wild type molecule RANKIL13 (SEQ ID
NO: 572) and to the first 97 amino acid residues of human
germline VH3-23 (SEQ ID NO: 763). Humanized aa resi-
dues are indicated in red, while CDR1, 2 and 3 are high-
lighted in green.

FIG. 7: Analysis
RANKL 13hum5 and
AlphaScreen assay.

FIG. 8: Binding of RANK-L130NT and RANKL 008a to
immobilized RANK-L. Binding of RANK-L 130NT (light
blue) and Rank-I. 008a (pink) in the presence of albumin to
immobilized Rank-L.

FIG. 9: Superimposed sensorgrams of binding of
RANKIL18hum6. RANKIL18hum6: binding of 500 nM
RANKI 18humé6 for 120 seconds. Mixture: binding of 500
nM RANKIL 18hum6 for 120 seconds followed by injection
of a mixture containing 500 nM of RANKIL.18humé6 and
RANKL13humS5.

FIG. 10: Superimposed sensorgrams of binding of
RANKIL13hum5. RANKL13humS5: binding of 500 nM
RANKI 13hum5 for 120 seconds. Mixture: binding of 500
nM RANKIL 13humS5 for 120 seconds followed by injection
of a mixture containing 500 nM of RANKIL.13hum5 and
RANKL18humé.

FIG. 11: Inhibition of RANK-L induced differentiation of
RAW264.7 cells. RAW264.7 cells (2000 cells/well) were
incubated with a dilution series of RANKLO008a (@),
RANKLO03p (M), or an irrelevant NANOBODY (A) and
differentiation was induced with 7.5 ng/ml. RANK-L.. After
4 days, tartrate-resistant acid phosphatase activity in the
supernatant was measured. Meanss.e. of duplicate measure-
ments is shown. Positive controls (i.e. without NANO-
BODY) are indicated using O negative controls (i.e. with-
out RANK-L) are indicated using ([J).

FIG. 12: Inhibition of the RANK-L interaction with
RANK. A dilution series of RANKIL.008a (@), RANKL003p
(A) or osteoprotegerin (V) was incubated with 7.5 ng/mL
RANK-L and 200 ng/ml. RANK-Fc. The mixtures were
transferred to a 96-well plate coated with the anti-Fc
NANOBODY PMPO2. Residual bound RANK-L was
detected.

FIG. 13: Binding of RANKI.008a to human serum albu-
min. 96-well plates were coated with HSA. After blocking,
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a dilution series of RANKIL008a was applied. Bound
RANKI.008a was detected with a horseradish peroxidase
labelled bivalent NANOBODY.

FIG. 14 Bifunctional binding of RANKIL.008a to HSA and
RANK-L.. A) Microtiter plates were coated with neutravidin
after which biotinylated RANK-L was bound. Wells were
incubated with a dilution series of RANKL008a. Bound
RANKI008a was detected with horseradish peroxidase
labelled albumin. Meanzs.e. of duplicate measurements; B)
Microtiter plates were coated with HSA after which a
dilution series of RANKLO08a was applied. Bound
RANKI.008a was detected with biotinylated RANK-L fol-
lowed by horseradish peroxidase labelled streptavidin.

FIG. 15: Serum NTx levels upon intravenous or subcu-
taneous administration (3 mg/kg) of RANKIL.008a (8-A),
RANKLO0O01p (8-B) or RANKL003p (8-C) NANOBODIES
(values below detection limit are not included).

FIG. 16 Serum NTx levels upon administration (0.3
mg/kg; 0.03 mg/kg) of RANKL.008a (9-A), RANKLO0O1p
(9-B) or RANKLO003p (9-C) NANOBODIES (values below
detection limit are not included).

FIG. 17: Cross-reactivity of the NANOBODIES with
other TNF family members TNFa and TRAIL and with
mouse RANK-L.

FIG. 18: Cross-reactivity of RANKI.008a with TNF fam-
ily members. A ftitration series of the different TNF super-
family proteins was pre-incubated with 0.08 M
RANKI.008a, after which free RANKI.008a was captured
on a plate with biotinylated sSRANK-L. and detected with
rabbit anti-VHH and anti-rabbit-HRP. The mean OD=s.e. of
duplicate measurements is shown.

A: competition with sSRANK-L (@), TNF-a (), TRAIL

(M) and Fas-L (V)
B: competition with sSRANK-L (@), CD40-L (A), LT/
B2 () and LTa2/R1 (O)

C: competition with sSRANKL (@) and LIGHT ()

FIG. 19. Inhibition of differentiation of CD14+ mono-
cytes to osteoclasts as measured by intracellular TRACP
staining. CD14+ monocytes were isolated from PBMCs and
seeded at 100.000 cells/well. Osteoclast differentiation was
induced by addition of 50 ng/mlL MCSF and 7.5 ng/mL
RANKL in the absence (A) or presence (B) of 2 nM
RANKIL008a. As a control, wells were incubated without
RANKL (C). After 11 days of incubation at 5% CO, and 37°
C. in which 50% of the culture medium was replaced every
2 days by fresh medium, intracellular TRACP was stained.
Representative image at 200x magnification is shown.

FIG. 20: Inhibition of differentiation of CD14+ mono-
cytes to osteoclasts as measured by inhibition of TRACPSb
activity in conditioned medium. CD14+ monocytes were
isolated from PBMCs and seeded at 100.000 cells/well. A
dilution series of RANKIL008a was added and differentia-
tion was induced by addition of RANKL (7.5 ng/mL) and
MCSF (50 ng/mL). Cells were cultured for 11 days and 50%
of the culture medium was replaced every 2 days by fresh
medium. Differentiation was assessed by TRACP5b activity
measurement in the conditioned medium. Singlicate mea-
surements are shown. As a positive control, the TRACP5b
activity measured in the absence of RANKL008a (RANKI +
MCSF) is indicated. As a negative control, the TRACPSb
activity measured in the absence of MCSF (RANKI. -
MCSF) or RANKI, (MCSF-RANKIL) is shown.

FIG. 21: Inhibition of mRANKIL binding to RANK.
Microtiter plates were immobilized with the anti-Fc NB
PMPO2. CHO cells expressing human mRANKL (400.000/
ml) were preincubated for 30 min at RT with RANK-Fc
(500 ng/ml) in the presence of a dilution series of
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RANKIL008a (@), 13H5-CabLys3-13H5 (A) or CabLys3-
Alb11-13H5 (O) after which the mixtures were transferred
to the coated wells. After 2 h of incubation at RT, adhered
viable cells were visualized.

FIG. 22: Differentiation of RAW264.7 cells by mRANKL
expressed on CHO cells as measured by total TRACP
activity. CHO cells recombinantly expressing human
mRANKL were seeded in microtiter plates at a density of
20.000 cells/well and fixed with paraformaldehyde. A dilu-
tion series of RANKIL.008a (@), 13H5-CabLys3-13H5 (A),
CabLys3-Alb11-13H5 (0) or cOPGL-1 (@) was added after
which RAW264.7 cells were added at a density of 2000
cells/well. After 5 days of incubation at 5% CO, and 37° C.,
total TRACP activity in the culture supernatant was mea-
sured (meanzs.e., n=3). Total TRACP activity in the absence
of compound or in the absence of CHO cells is indicated as
dashed lines.

FIG. 23: Differentiation of RAW264.7 cells by mRANKL
expressed on CHO cells as measured by total TRACP
activity. WT CHO cells (A) or CHO cells recombinantly
expressing human mRANKL (B-C) were seeded in micro-
titer plates at a density of 20.000 cells/well and fixed.
RAW264.7 cells were added at a density of 2000 cells/well
in the absence (A-B) or presence (C) of RANKL008a (0.18
nM). After 5 days of incubation at 5% CO, and 37° C,
intracellular TRACP was stained. Representative image at
200x magnification is shown.

FIG. 24: Individual plasma concentration-time profiles of
RANKI008a (A) and aOPGL-1 (B) following an single i.v.
bolus administration at 0.3 mg/kg (RANKL008a) or 1
mg/kg (aOPGL-1) in the female Cynomolgus monkey.

FIG. 25: Mean serum NTx-time profiles following an
single i.v. bolus dose of RANKI.008a at 0.3 mg/kg (circles)
or of aOPGL-1 at 1 mg/kg (triangles) or PBS (squares) in
the female Cynomolgus monkey.

EXAMPLES
Example 1

Identification of RANK-L Blocking
NANOBODIES

1.1 Immunizations

Two llamas (No. 115 and No. 116) were immunized,
according to standard protocols, with 9 intramuscular injec-
tions (100 or 50 pg/dose at weekly intervals) of alternating
human RANK-L (R&D Systems, Minneapolis, Minn., US)
and mouse RANK-L (R&D Systems, Minneapolis, Minn.,
US) in llama No. 116 and in llama No. 115 for the 5 first
injections. The last four injections in llama 115 were only of
human RANK-L. Both antigens were formulated in Stimune
(Cedi-Diagnostics B.V., Lelystad, The Netherlands). At
week 3, sera were collected to define antibody titers against
human and mouse RANK-L by ELISA. In short, 96-well
Maxisorp plates (Nunc, Wiesbaden, Germany) were coated
with human or mouse RANK-L. After blocking and adding
diluted sera samples, the presence of anti-RANK-L NANO-
BODIES was demonstrated by using HRP (horseradish
peroxidase) conjugated goat anti-llama immunoglobulin
(Bethyl Laboratories Inc., Montgomery, Tex. USA) and a
subsequent enzymatic reaction in the presence of the sub-
strate TMB (3,3',5,5'-tetramentylbenzidine) (Pierce, Rock-
ford, 111., USA). OD,, ,,,, exceeded 1 for human and mouse
RANK-L in both animals.
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1.2 Library Construction

Peripheral blood mononuclear cells were prepared from
the serum samples using Ficoll-Hypaque according to the
manufacturer’s instructions. Next, total RNA was extracted
from these cells and used as starting material for RT-PCR to
amplify NANOBODY encoding gene fragments. These
fragments were cloned into a house made phagemid vector.
Phage was prepared according to standard methods (see for
example the prior art and applications filed by applicant
cited herein) and stored after filter sterilization at 4° C. for
further use.

1.3 Selections

Phage libraries obtained from llamas No. 115 and No. 116
were used for different selection strategies.

In a first selection, biotinylated hRANK-L (expressed in
mouse myeloma NSO cell line) (R&D Systems, Minneapo-
lis, US) at 1, 0.1, 0.01 pg/ml was captured on a neutravidin
coated solid phase. Following incubation with the phage
libraries and extensive washing, bound phage was aspecifi-
cally eluted with trypsin (1 mg/ml).

In a second selection, soluble biotinylated hRANK-L
(R&D Systems, Minneapolis, US) (1 nM, 100 pM, 10 pM)
was incubated with the phage libraries. After extensive
washing, the biotinylated hRANK-I. was captured on a
neutravidin coated solid phase. Bound phage was specifi-
cally eluted with trypsin (1 mg/ml)

In a third selection hRANK-L (expressed in E. Coli)
(Peprotech, London, UK) was coated onto Maxisorp 96-well
plates (Nunc, Wiesbaden, Germany) at 1, 0.1, 0.01 pg/ml.
Following incubation with the phage libraries and extensive
washing, bound phage was aspecifically eluted with trypsin
(1 mg/ml).

In all selections, enrichment was observed. The output
from the selections was recloned as a pool into a house made
expression vector. Colonies were picked and grown in 96
deep well plates (1 ml volume) and induced by adding IPTG
for NANOBODY expression. Periplasmic extracts (volume:
~80 pl) were prepared according to standard methods (see
for example the prior art and applications filed by applicant
cited herein).

1.4 Screening for RANK-L Blocking NANOBODIES in
Alphascreen Assay

The periplasmic extracts were screened in a RANK
Alphascreen assay to evaluate the blocking capacity of the
expressed NANOBODIES. This assay relies on the use of
Donor and Acceptor beads which can be conjugated to
biological molecules. When a biological interaction between
molecules brings the beads into proximity, excited singlet
oxygen molecules that are produced upon laser excitation at
680 nm by a photosensitizer in the Donor bead, diffuse
across to react with a chemiluminiscer in the acceptor bead
that further activates fluorophores which subsequently emit
light at 520-620 nm. If the NANOBODY inhibits binding of
RANK-L to RANK, fluorescent output will decrease, and
the amount of NANOBODY present will be inversely
related to the amount of fluorescence.

Human RANK-L. was biotinylated using biotin (Sigma, St
Louis, Mo., US) and biotinamidohexanoic acid 3-sulfo-N-
hydroxysuccinimide ester sodium salt (Sigma, St Louis,
Mo., US). RANK-huFc chimera (Alexis, Biochemicals,
Lausen, Switzerland) was coupled to acceptor beads accord-
ing to manufacturer instructions (Perkin Elmer, Waltham,
Mass., US). To evaluate the neutralizing capacity of anti-
hRANK-I. NANOBODIES, dilution series of the periplas-
mic extracts were pre-incubated with biotinylated human
RANK-L. To this mixture, the acceptor beads and the
streptavidin donor beads were added and further incubated
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for 1 hour at room temperature. Fluorescence was measured
by reading plates on the EnVision Multilabel Plate Reader
(Perkin Elmer) using an excitation wavelength of 680 nm
and an emission wavelength of 520 nm. Decrease in fluo-
rescence signal indicates that the binding of biotinylated
RANK-L to the RANK receptor is blocked by the NANO-
BODY expressed in the periplasmic extract.

From this screening inhibiting NANOBODIES were
selected and sequenced. Sequencing analysis revealed 12
unique NANOBODIES and 10 NANOBODY families. The
corresponding sequences are depicted in Table C-1 and
Table B-1. The sequence of non-inhibitory NANOBODIES
is shown in Table B-2.

Example 2

Characterization of 21 RANK-L Blocking
NANOBODIES in Alphascreen Assay and ELISA

2.1 NANOBODY Expression and Purification

20 inhibitory NANOBODIES selected from the screening
described in example 1 were further purified and character-
ised. Selected NANOBODIES were expressed in . coli as
c-myc, His6-tagged proteins in a culture volume of 50 mL.
Expression was induced by addition of 1 mM IPTG and
allowed to continue for 4 h at 37° C. After spinning the cell
cultures, periplasmic extracts were prepared by freeze-thaw-
ing the pellets. These extracts were used as starting material
for immobilized metal affinity chromatography (IMAC).
NANOBODIES were eluted from the column with 150 mM
imidazole and subsequently dialyzed against PBS.

2.2 NANOBODIES Bind to Soluble hRANK-L Coated on
Maxisorp 96-Well Plates

First, biotinylated hRANK-L (200 ng/ml) was captured on
neutravidin coated 96-well plates. Therefore 2 pg/ml neu-
travidin was coated overnight at 4° C. The plates were
washed 5 times with 300 pl PBS and then blocked with 300
ul 1% casein/PBS for 2 hours at room temperature. After
blocking biotinylated RANK-L (200 ng/ml) was added to
the wells and incubated for 1 hour at room temperature.
After extensive washing with PBS, varying concentrations
of NANOBODIES starting from 500 nM to 160 pM diluted
in 1% casein/PBS were added to the wells and the plates
were incubated for 1 hour at room temperature. Bound
NANOBODIES were detected by subsequent incubations of
a primary mouse anti-myc antibody and a secondary anti
mouse-HRP conjugate (DAKO, Glostrup, Denmark) and
using TMB-H202 (Pierce, Rockford, Ill., USA) substrate
cocktail. The reaction was stopped with H,SO,, and the OD
was read at 450 nm. All NANOBODIES bound to
hRANK-L coated on plates in a dose-dependent way. Cal-
culated ED50 values are shown in Table C-2.

The same panel of NANOBODIES was also analysed for
binding to murine RANK-L in a similar set-up as described
for human RANK-L (see above). Only NANOBODY
RANKIL3 could bind to murine RANK-L in a dose-depen-
dent way with an ED50 of approximately 600 pM.

2.3 NANOBODIES Block the Binding of RANK-L to its
Cognate Receptor RANK in Alpha Screen

Human RANK-L was biotinylated using biotin (Sigma, St
Louis, Mo., US) and biotinamidohexanoic acid 3-sulfo-N-
hydroxysuccinimide ester sodium salt (Sigma, St Louis,
Mo., US). RANK-huFc chimera (1 nM) (Alexis, Biochemi-
cals, Lausen, Switzerland) were coupled to acceptor beads
according to manufacturer instructions (Perkin Elmer,
Waltham, Mass., US).
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A dilution series of anti-RANK-L NANOBODIES start-
ing from 50 nM up to 1 pM was pre-incubated with 100 pM
biotinylated RANK-L. during 30 minutes at RT. To this
mixture, the RANK acceptor beads and the streptavidin
donor beads were added and further incubated for 1 hour at
room temperature. Fluorescence was measured by reading
plates on the EnVision Multilabel Plate Reader (Perkin
Elmer) using an excitation wavelength of 680 nm and an
emission wavelength of 520 nm.

Preincubation of all NANOBODIES with biotinylated
RANK-L reduced fluorescence intensity at 520 nm, demon-
strating that the NANOBODIES can effectively inhibit
RANK-L binding to RANK in a dose-dependent manner.
The calculated IC50 values are shown in Table C-3, and vary
from 137 pM for RANKL9 up to 3530 pM for RANKI.23.

Example 3
Binding Specificity of RANKL 6, 9, 13, 15, 18

3.1 RANKL 6, 9, 13, 15, 18 Bind Specifically to Cell
Membrane Expressed Human and Cynomolgus RANK-L
RANK-L. of human and cynomolgus monkey was
expressed in Human embryonic kidney cells (HEK293T;
Wullaert et al. 2007, J. Biol. Chem. 282: 81-90) as the full
length, membrane-bound protein. Binding of the NANO-
BODIES to the cell surface expressed RANK-I. was
assessed by FACS analysis of cells as described below.
Human embryonic kidney cells (HEK293T) were grown
in Dulbecco’s modified Eagles’s medium supplemented
with 10% fetal bovine serum (FBS), 2 nM L-glutamine, 0.4
mM sodium pyruvate. HEK293T cells were transiently
transfected with the plasmid expressing full length human or
full length cynomolgus RANK-L using FUGENE6® (non-
liposomal transfection reagent) and Optimem (Roche
Molecular Biochemicals, Indianapolis, Ind., US) according
to manufacturer’s instructions. After 48 hours, transfected
cells were subjected to FACS analysis. Transfectants were
seeded in 96-well plates at a final concentration of SE+06/ml
in FACS buffer (PBS+10% FBS) and incubated with varying
concentrations of NANOBODY (2 nM, 400 pM, 80 pM, 16
rM, 3.2 pM for hRANK-L transfectants; 2 nM, 400 pM for
cynomolgus RANK-L transfectants) for 1 hour at 4° C. Then
cells were washed three times with FACS buffer. Bound
NANOBODIES were detected by subsequent incubations of
a primary mouse anti Myc antibody (30 min at 4° C. (2
png/ml)) and a second incubation with goat anti mouse-
Phycoerythrin (PE) (Jackson Laboratories) for another 30
min at 4° C. Finally, after washing, the cells were resus-
pended in PBS+10% FBS+TO-PRO®-3 (5 nM) (Molecular
Probes®, Invitrogen, Merelbeke, Belgium) and cell surface
fluorescence expressed as mean PE fluorescence, was mea-
sured using flow cytometry. All NANOBODIES showed
dose-dependent binding to both human RANK-L and cyno-
molgus RANK-L expressed on HEK293T cells at all con-
centrations tested (Table C-4). Binding was specific since
addition of 40 nM soluble human RANK-L to the incubation
mixture of 400 pM NANOBODY with the HEK293T trans-
fectants abrogated binding of the respective NANOBODY
to the cells (data not shown).
3.2 RANKL 6, 9, 13, 15, 18 do not Bind to TNF Family
Members TNFa, CD40 Ligand (CD40L) or TRAIL
Human OPG has been reported to display weak binding to
tumor necrosis factor-related apoptosis inducing ligand
(TRAIL). The RANK-L amino acid sequence shows 34%
similarity with that of TRAIL.
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In a competition ELISA it was shown that the anti-
RANK-L NANOBODIES do not bind to TNF family mem-
bers TNFa, TRAIL and CD40L. RANK-L was coated on
96-well plates as described in example 2. NANOBODIES
RANKL 6, 9, 13, 15 and 18 (1 nM) were preincubated with
varying concentrations of RANK-L, TNFa, CD40L or
TRAIL (approximately 100 nM down to 40 pM) before they
were added to the plates. Binding of the NANOBODIES to
the RANK-L coated plates was only inhibited by exog-
enously added RANK-L and was not affected by the addition
of the other ligands (FIG. 1).

Example 4

Neutralizing Activity of Trivalent Bispecific Anti
RANKL NANOBODIES Versus Monovalent
Counterparts

4.1 Construction and Expression of Trivalent Bispecific
Anti-RANK-IL. NANOBODIES

RANKL3, RANKL6, RANKL9, RANKIL 13, RANKL15
and RANKI.18 were also expressed as trivalent bispecific
anti-RANK-L. NANOBODIES. The trivalent molecules
(e.g. RANKL6-ALB-RANKL6) comprise of two building
blocks corresponding to anti-RANK-[. NANOBODIES with
in the middle a third building block corresponding to an anti
Human Serum Albumin (HSA) NANOBODY building
block (ALB-1; SEQ ID NO: 790). The individual building
blocks were fused by a Gly/Ser (GGGGSGGGS; SEQ ID
NO: 792) linker. The sequences of these trivalent bispecific
anti-RANK-L. NANOBODIES are shown in Table B-3.
These constructs were expressed in E. coli as c-myc, His6-
tagged proteins and subsequently purified from the culture
medium by immobilized metal affinity chromatography
(IMAC) and size exclusion chromatography (SEC).
4.2 Inhibition by Trivalent NANOBODIES of RANK-L
Binding to RANK in Alpha-Screen

5 trivalent NANOBODIES (RANKL30: RANKIL3-
ALB1-RANKL3; RANKL60: RANKL6-ALBI-RANKLG,
RANKL90: RANKL9-ALB1-RANKL9, RANKILI130:
RANKL13-ALB1-RANKL 13, RANKL150: RANKLI15-
ALB-RANKL15, RANKIL180: RANKL18-ALBI1-
RANKI18) were compared to their monovalent counter-
parts in the Alpha-Screen assay to evaluate whether they can
also block RANK-L binding to its cognate receptor.

AlphaScreen was performed as described in Example 2.
As shown in Table C-5, all trivalent NANOBODIES
blocked RANK-L binding to the RANK receptor in a dose
dependent way with increased potency as compared to the
corresponding monovalent molecules.
43 Inhibition by Anti-RANK-L. NANOBODIES of
RANK-L Binding to RANK Expressed on HEK293T Cell
Membranes

HEK293T cells were transiently transfected with the
plasmid expressing full length RANK using FUGENES6 as
described in example 3. After 24 hours aliquots of 60 pl
(7.5x10° cells) were plated into FMAT system 384-well
plates (PE Biosystems, CA, US) and allowed to adhere for
24 h. After overnight adherence, culture supernatant was
removed by gently tapping the plate. To initiate the com-
petitive screen, 20 ul ALEXAS*"-labeled human RANK-L
(200 pM final concentration) diluted in PBS+10% BSA
(FMAT buffer) and 20 pl of a dilution series (200 nM down
to 0.075 pM) of the different monovalent and trivalent
NANOBODIES were added to the cell-containing FMAT
system 384-well plates (PE Biosystems, CA). The plates
were scanned after 10 hours of incubation. Cell surface
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fluorescence was measured by 8200 Cellular Detection
System (Applied Biosystems, Foster City, Calif., US) which
is a fluorescence macro-confocal, biological binding event
analyzer that enables mix-and-read assays with live cells.

Table C-6 and FIG. 2 show that NANOBODIES blocked
binding of RANK-L to its receptor in a dose dependent way
and that the trivalent formats show increased potency over
the monovalent molecules.

4.4 Inhibition by Anti-RANK-L. NANOBODIES of
RANK-L Induced NF-KB Activation in HEK293T Cells

RANK-L stimulated osteoclastogenesis is associated with
NF-kB activation. Most likely, RANK-L activates the most
common dimer, p50/p65 (Wei et al. 2001, Endocrinology
142(3): 1290-1295). The important role of NF-kB p50 and
p52 molecules in osteoclastogenesis has been shown by
Xing et al. (2002, J Bone Miner. Res. 17(7): 1200-1210)
reporting that NF-kB p50 and p52 are essential for RANK-
expressing osteoclast precursors to differentiate into TRAP+
osteoclasts in response to RANK-L.. Moreover p50 and p52
double knock out mice reportedly develop severe osteopet-
rosis due to the inability to generate mature osteoclasts
(Franzoso et al. 1998, Genes & Development 11: 3482-
3496). All together, RANK-L induced NF-«kB activation is
important for formation of mature osteoclasts.

To evaluate the effect of NANOBODIES on RANK-L
induced NF-kB activation, HEK293T cells were transiently
transfected as described in example 3 with a NF-kB reporter
gene plasmid and a plasmid encoding f-galactosidase, the
latter being used to correct for transfection efficiency. After
24 h, the cells were seeded in 96-well plates. Another 24 h
later, cells were left untreated or were incubated in the
presence of a constant amount of human RANK-L (300
ng/ml) and varying amounts of the indicated anti-RANK-L,
NANOBODIES (200 nM down to approximately 10 pM).
After 6 hours cells were lysed; luciferase (Luc) and f3-ga-
lactosidase activity were assayed using the Dual-light kit
(Tropix/Applied Biosystems, Foster City, Calif,, US)
according to manufacturer’s instructions. Luc values were
normalized for p-galactosidase values to correct for differ-
ences in transfection efficiency. As shown in Table C-7, all
anti-RANK-L. NANOBODIES inhibit RANK-L induced
NF-kB activation in a dose-dependent way. Calculated IC50
values indicate that trivalent NANOBODIES are more
potent then the corresponding monovalent molecules.

Example 5

Inhibition of Osteoclast Formation by
NANOBODIES

The effects of the three NANOBODIES RANKILG60,
RANKL130 and RANKL180 on differentiation of human
osteoclasts in vitro were investigated.

The method of osteoclast culture on bone slices was
originally described by Boyde and co-workers (1984; Br.
Dent J. 156: 216-220) and by Chambers and Horton (1984;
J. Pathol. 144: 295-6). Originally, the number of osteoclasts
was determined by calculating the number of tartrate-resis-
tant acid phosphatase (TRACP)-positive multinuclear cells
under a microscope. Later, it was demonstrated that secreted
TRACP 5b activity reflects the number of osteoclasts in
mouse osteoclast cultures (Alatalo et al., 2000; Clin. Chem.
46: 1751-4). While secreted TRACP 5b activity correlated
strongly with the number of osteoclasts, TRACP 5b was not
secreted by TRACP-positive mononuclear osteoclast pre-
cursor cells before they had differentiated into mature mul-
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tinuclear osteoclasts. Therefore, secreted TRACP 5b is a
reliable marker of the number of mature multinuclear osteo-
clasts.

A human osteoclast differentiation assay was set up in
which CD34+ osteoclast precursor cells derived from human
bone marrow were cultured for 7 days in the presence of
appropriate growth factors, including M-CSF and RANK-
ligand, allowing them to differentiate into mature bone-
resorbing osteoclasts (Rissanen et al., 2005; Circulation 112:
3937-46).

Human bone marrow-derived CD34+ stem cells were
suspended to culture medium and allowed to attach to
bovine bone slices in 96-well tissue culture plates. The
culture medium contained appropriate amounts of important
growth factors favoring osteoclast differentiation, including
M-CSF and RANK-ligand. The cells were incubated in a
CO2 incubator in humidified atmosphere of 95% air and 5%
carbon dioxide at 37° C. At day 7 when osteoclast differ-
entiation was completed, tartrate-resistant acid phosphatase
isoform 5b activity (TRACP 5b) was measured from the
culture medium as an index of the number of osteoclasts
formed, using the BONETRAP® assay (test for the quan-
titative determination of the active isoform 5b of the tartrate-
resistant acid phosphatase (TRACP); IDS Ltd, Boldon, UK)
and VICTOR2™ Multilabel Counter (PerkinElmer,
Waltham, Mass., USA).

Seven different concentrations of each NANOBODY
were tested in this study, ranging from 0.05 nM to 250 nM.
A baseline group without NANOBODIES and a control
group with a reference molecule were included in each cell
culture. Osteoprotegerin, an inhibitor of osteoclastogenesis,
was used as a reference molecule to demonstrate that the test
system can detect inhibition of osteoclast differentiation.

Baseline TRACP 5b values were high and the reference
inhibitor OPG inhibited significantly osteoclast differentia-
tion, which indicates that the assay was performed success-
fully and the results obtained reliable (FIG. 3). All three
NANOBODIES inhibited dose-dependently human osteo-
clast differentiation. All compounds showed a statistically
significant inhibition with 3.0 nM and higher concentrations.
The inhibition profiles were similar for all three NANO-
BODIES.

Example 6

Identification of Residues on RANK-L Involved in
the Interaction with the NANOBODIES

6.1 Construction of human/mouse hybrids

In order to identify the binding sites of the NANOBOD-
IES on the RANK-L molecule, the human RANK-L-specific
binding of the NANOBODIES was exploited. Except for
NANOBODY RANKL3, the obtained NANOBODIES did
not interact with mouse RANK-L. In order to identify
residues involved in the species-specific interaction on
human RANK-L, three human/mouse hybrids were
designed containing human/mouse substitutions in AA' and
CD loops as follows:
AA' Loop:
human/mouse hybrid 1: T*"*D'7® were substituted with A
and S respectively
CD Loop:
human/mouse hybrid 2: D**'L**? were substituted with S
and V respectively
human/mouse hybrid 3: A*** TE**® were substituted with P
and TD respectively
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The human/mouse hybrids were generated by overlap
PCR using the primers showed in Table C-8. Amplicons
were subsequently cloned as Xhol/Xbal restriction frag-
ments in an expression vector, pClneo (Promega, Madison,
Wis.).

6.2 Binding of NANOBODIES to RANK-L, Human/Mouse
Hybrids

HEK293T cells were transiently transfected with expres-
sion vectors encoding hRANK-I, or the human/mouse
hybrids. Binding of the NANOBODIES (varying concen-
trations: 250 nM, 50 nM, 10 nM, 2 nM, 0.4 nM, 0.08 nM,
16 pM) to the cell surface expressed RANK-L was assessed
by FACS analysis of cells as described above. An overview
of the binding results is presented in Table C-9.

Binding of the human/mouse cross-reactive RANKIL3
NANOBODY served as a control for expression and correct
folding of the different hybrid molecules. As shown in Table
C-9, RANKL 3 binds to the three different hybrid molecules.

The binding results with the human-specific NANOBOD-
IES can be summarized as follows:

Loop AA' is not involved in the species-specific interac-

tion with the NANOBODIES.

Loop CD is crucial for the interaction with the NANO-
BODIES.

NANOBODIES can be subdivided in different classes
based on the observed differences in their interaction
with the CD Loop.

RANKILI13, RANKLI15: Mutation of the N-terminal
part and C-terminal part of the CD-loop abrogates
the interaction.

RANKL9 and RANKIL18: Mutation of the C-terminal
part of the CD-loop abrogates the interaction. N-ter-
minal part of the CD-loop is not involved in the
interaction.

RANKL6: Mutation of the N-terminal part of the
CD-loop abrogates the interaction. C-terminal part of
the CD-loop is not involved in the interaction.

Example 7

Pharmacokinetics and Pharmacodynamics in
Cynomolgus Monkeys

Five males and five female cynomolgus monkeys were
assigned to 5 groups, each group consisting of one male and
one female. Male individuals were aged between 39 and 42
months, while females had reached the age of 33 to 44
months. The animal’s initial body weight varied between 2.5
and 2.7 kg for the male individuals, and 2.2 and 2.6 kg for
the female individuals.

NANOBODIES RANKL130 (SEQ ID NO: 715) and
RANKIL180 (SEQ ID NO: 729) were tested in addition to
NANOBODY RANKL131 (SEQ ID NO: 643). RANKL 131
corresponds to a bivalent NANOBODY composed solely of
two linker-interconnected RANKI.13 building blocks.
RANKI 131 was included to fully assess the impact of the
albumin-binding format on both PK and PD. ALB-1 (SEQ
ID NO: 790) was included as a negative control and small
molecule Ibandronate (LKT Laboratories, Inc, St. Paul,
Minn.) served as a positive control. Animals were dosed as
described in Table C-10.

Serum samples were taken for determination of the
NANOBODY levels, antibody analysis, and analysis of the
bone turnover markers serum N-telopeptide (serum N-Tx)
and BAP (bone-specific alkaline phosphatase). Urine was
also collected for analysis of N-telopeptide (urine N-Tx) and
creatinine.
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7.1 Pharmacokinetics

Concentrations of NANOBODIES RANKILI130,
RANKI.180 and RANKI.131 were determined in plasma as
follows: 96-well microtiter plates (Maxisorp, Nunc, Wies-
baden, Germany) were coated overnight at 4° C. with 100 pL,
neutravidin (2 pg/ml, Pierce, Rockford, I11.). Wells were
aspirated and blocked for 30 min at RT with 300 L
SuperBlock®T20 PBS (Pierce, Rockford, Ill.). After 3
washing steps with PBS-0.05% TWEEN20 (Polysorbate
20), biotinylated RANKL (0.5 pg/mL in PBS-0.1% casein-
0.05% TWEEN20) was captured by incubating 100 plL for
1 hr at RT while shaking at 600 rpm. After this incubation
step, wells were washed 3 times with PBS-0.05%
TWEEN20. The standards, QC and predilutions of the test
samples were prepared in a non-coated (polypropylene)
plate in 100% cynomolgus monkey plasma and incubated
for 30 min at RT while shaking at 600 rpm. A 1/10 dilution
of the samples and standards in PBS-0.1% casein-0.05%
TWEEN20 (final concentration of cynomolgus monkey
plasma is 10%) was transferred to the coated plate and
incubated for 1 hr at RT while shaking at 600 rpm. After
three washing steps with PBS-0.05% TWEEN20, the plates
were incubated with an in-house purified rabbit anti-NANO-
BODY polyclonal antibody (1 pg/mL in PBS-0.1% casein-
0.05% TWEEN20) for 1 hr at RT while shaking at 600 rpm.
After 3 washing steps with PBS-0.05% TWEEN20, 100 ul
horse radish peroxidase (HRP) labeled polyclonal goat anti-
rabbit (1/5000 in PBS-0.1% casein-0.05% TWEEN20,
DakoCytomation, Glostrup, Denmark) was incubated for 1
hr at RT while shaking at 600 rpm. Visualization was
performed covered from light for 10 min with 100 pL
enhanced soluble 3,3'.5,5'-tetramethylbenzidine (esTMB,
SDT, Brussels, Belgium), 1/3 diluted in substrate buffer.
This substrate buffer was a composition of 60% Na,HPO,
(100 mM) and 40% citric acid (100 mM). After 10 min, the
colouring reaction was stopped with 100 pul. 1N HCI. The
absorbance was determined at 450 nm after a 10 sec shake
in the Tecan ELISA reader, and corrected for background
absorbance at 620 nm. Concentration in each sample was
determined based on a sigmoid standard curve.

Profiles for RANKIL.130 and RANKI.180 plasma concen-
trations seemed to decline in a triphasic manner. In the first
2.5 days post administration, there was an initial short
disposition phase (apparent alpha phase t%2=~0.5 days), fol-
lowed by a dominant slower secondary phase (apparent beta
phase) and a short final phase (apparent gamma phase)
characterized by a change in terminal slope.

Individual plasma concentration-time profiles of all indi-
viduals injected with RANKIL.130 and RANKIL.180 were
subjected to a non-compartmental pharmacokinetic analysis
(NCA) using the pre-programmed Model 201 within Win-
Nonlin Professional Software Version 5.1 (Pharsight Cor-
poration, Mountain View Calif., USA). Individual plasma
concentration-time profiles of all animals injected with
RANKI 131 were analyzed using the pre-programmed
Model 202. The area under the plasma concentration-curve
(AUC) and derived PK-parameters were calculated by
means of the linear-up/log down trapezoidal rule. An over-
view of the calculated pharmacokinetic parameters is pre-
sented in Table C-11 and Table C-12.

Significant antibody titres to NANOBODIES are detected
in four out of six animals from the RANKI.130, RANKL131
and RANKIL180 cohorts. The incidence was not NANO-
BODY-dependent since the four animals that developed
antibodies originate from three different cohorts (cynolm,
cyno3m, cynodf, cyno6f).
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7.2 Pharmacodynamics

The discovery of cross-linked N-telopeptides of type I
collagen (NTx) has provided a specific biochemical marker
of human bone resorption. Generation of the NTx molecule
is mediated by osteoclasts on bone and found in urine and
serum as a stable end-product of degradation.

Changes in bone resorption induced by the NANOBOD-
IES were assessed by assaying serum NTx and urine NTx
using immunoassays according to manufacturer’s instruc-
tions (Osteomark® NTx serum, Osteomark® NTx urine,
Wampole Laboratories).

RANKI 130 and RANKI.180 caused a rapid decrease in
serum NTx levels (FIG. 4). Maximal inhibition in these two
test groups lasted up to at least 40 days. The serum NTx
levels started to return to baseline around day 40 for cyno
1m and cyno 6f. In cyno 2f and Sm, the return to baseline
initiated on day 45 and day 52, respectively. The less
favourable profiles seen for cyno 1m and cyno 6f can be
explained by the observed immunogenicity in these animals.

The suppression of serum NTx profiles induced by
RANKI 131 in cyno 3m and cyno 4f was transient, as the
levels return to baseline by day 8.

The small molecule drug Ibandronate, which was admin-
istered once monthly, induced an overall inhibition of
approximately 50% compared to baseline levels.

Urine NTx levels were measured up to day 16 for the
RANKIL.130, RANKIL.131 and RANKL180 cohorts. Urine
NTx showed similar trends to those of serum NTx.

Changes in bone formation were assessed by assaying
bone-specific alkaline phosphatase (BAP) activity in serum
as a quantitative measure and indicator of osteoblastic
activity using the Metra® BAP immunoassay. The assay was
performed according to manufacturer’s instructions.
RANKI.130 and RANKI.180 induced suppression of BAP
activity (FIG. 5).

Example 8
Humanization of NANOBODIES

Humanized versions of the wild type NANOBODIES
were assembled from oligonucleotides using a PCR overlap
extension method. The sequences of different possible vari-
ants of RANKLG6, 9, 13, 15 and 18 that were evaluated for
their binding capacity and neutralizing activity in
Alphascreen and in the biochemical and cellular assays as
described in examples 2, 3 and 4 are shown in Table B-5.
RANKIL13

The amino acid sequence of anti-RANKL, NANOBODY
RANKIL13 (SEQ ID NO: 572) was blasted to the human
germline V; sequence database using an in-house sequence
query/alignment tool (FIG. 6). Human germline VH3-23
(DP-47; SEQ ID NO: 763-764) showed the closest related
sequence. NANOBODY RANKI 13 shows 80 identical and
7 extra conservative amino acid substitutions over the first
97 amino acid residues of human germline VH3-23. 8 amino
acid residues (indicated in red) were substituted for human-
ization purposes to make RANKL13humS5 (SEQ ID NO:
755).

In the humanization process of RANKI13, five
RANKIL13 versions (RANKIL13basic, RANKI.13huml,
RANKIL13hum2, RANL13hum3 and RANKIL13hum4)
were constructed. RANKIL13basic contains 4 substitutions:
A14P, E44G, V78L and QIl08L. In addition to these
changes, additional substitutions have been introduced in the
hum1-4 versions: RANKLI13huml: R27F;
RANKL13hum2:  R30S; RANKLI13hum3:  A49S;
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RANKL13hum4: S91Y. All versions were tested in
AlphaScreen assay and binding to RANK-L was analysed by
surface plasmon resonance.

All versions were tested in AlphaScreen assay. Calculated
IC50 values in AlphaScreen indicate that the introduced
mutations did not affect the potencies of the humanized
RANKIL13 versions when compared to the wild type
RANKL13 (Table C-13).

Binding kinetics of the humanized versions of NANO-
BODY RANKI.13 were also analysed by Surface Plasmon
Resonance (BIACORE 3000). Human soluble RANK-L was
covalently bound to CMS5 sensor chips surface via amine
coupling using EDC/NHS for activation and HCI for deac-
tivation. NANOBODY binding was assessed at one concen-
tration (100 nM). Each NANOBODY was injected for 4
minutes at a flow rate of 45 pul/min to allow binding to
chip-bound antigen. Next, binding buffer without NANO-
BODY was sent over the chip at the same flow rate to allow
spontaneous dissociation of bound NANOBODY. From the
sensorgrams obtained for the different NANOBODIES k-
values (k,) were calculated and are indicated in Table C-13.
Association rate constants (k,,, or k,), and hence also K,
values, were only indicative as only 1 concentration of
NANOBODY was used to fit the binding model. As shown
in Table C-13, all humanized NANOBODIES showed com-
parable dissociation rate constants/off rates compared to the
wild type NANOBODY RANKIL13.

All together, AlphaScreen data and BIACORE analysis
did not indicate significant effects on binding or potency of
the introduced mutations in the respective humanized ver-
sions. In a final humanized version, RANKL13hum5, all
humanizing mutations were combined. As shown in Table
C-13, RANKL13hum5 shows similar potency and binding
affinity as the wild type RANKL13.

RANKIL18

In the humanization process of RANKLI1S, six
RANKIL18 wversions (RANKIL18basic, RANKI. 18huml,
RANKL18hum2, RANLI18hum3, RANKL18hum4 and
RANKI 18hum5) were constructed. RANKI 18basic con-
tains 4 substitutions: A14P, E44G, V78L and QI108L. In
addition to these changes additional substitutions were intro-
duced in the huml-5 versions: RANKL18huml: R27F;
RANKL18hum2: G49S; RANKLI18hum3:  G60A,;
RANKL 18hum4: P77T and V78L; RANKL 18hum5: G94A.
All versions were tested in AlphaScreen and BIACORE
(Table C-13).

Calculated IC50 values in AlphaScreen indicated that the
introduced mutations in RANKL18basic, RANKL18hum3
and RANKL18humS5 did not affect the potencies of these
versions compared to the wild type RANKI.18 (Table C-13).
Humanizing mutations in RANKLI18huml and
RANKI 18hum? influenced moderately the potency while
the double mutation in RANKI.18hum4 completely abro-
gated the potency of the NANOBODY. Based on these

results, two additional mutants, RANKL18hum6 and
RANKL18hum7 were constructed and analysed.
RANKL18hum6 combines humanizing mutations in

RANKIL18basic, RANKL18hum3 and RANKLI18humS5.
RANKL 18hum?7 includes all mutations of RANKL18hum6
together with V78L substitution. Table C-13 shows that
RANKI 18humé6 displays similar potency and binding affin-
ity as the wild type RANKI.18. RANKIL.18hum?7 is slightly
less potent and shows a slightly reduced binding affinity to
RANK-L.
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Example 9

Analysis of RANKL13hum5 D62E Mutant

Analysis of the primary sequence of RANKIL13hum5
identified D62 as a potential site for isomerisation and hence
as a potential source for chemical instability of the molecule.
To test this possibility, a stability assay was performed with
the RANKL13hum5 molecule and a mutant in which the
potential isomerisation site is replaced by a glutamic acid
residue (E), RANKL13hum5_D62E (SEQ ID NO: 756).

The D62E mutation in RANKL13hum5 was introduced
by overlap PCR using primers including the mutation:

RevRANKL13hum5D62  (CCTCCCTTTGACGGATTC-
CGCGTAATACGT; SEQ ID NO: 797) and
FwRANKL13hum5D62E (ACGTATTACGCGGATTC-

CGTCAAAGGGAGG; SEQ ID NO: 798). Both cDNAs
encoding RANKL13hum5 or RANKIL13hum5_D62E were
cloned as Sfil/BstEIl fragments in an expression vector
derived from pUC119 which contained the LacZ promoter,
a resistance gene for ampicillin or carbenicillin, a multiclon-
ing site and the gen3 leader sequence. In frame with the
NANOBODY coding sequence, the vector coded for two
stop codons at the 3' end of the NANOBODY.

For production, RANKIL13hum5 and
RANKIL13hum5_D62E constructs were inoculated in 50 ml
TB/0.1% glucose/Kanamycin and the suspension incubated
overnight at 37° C. 5x400 ml medium was inoculated with
1/100 of the obtained overnight preculture. Cultures were
further incubated at 37° C., 250 rpm until OD600>5. The
cultures were induced with 1 mM IPTG and further kept
incubating for 4 hours at 37° C. 250 rpm. The cultures were
centrifuged for 20 minutes at 4500 rpm and afterward the
supernatant was discarded. The pellets were stored at —=20°
C.

For purification, pellets were thawed and re-suspended in
20 mL d-PBS and incubated for 1 hour at 4° C. Then,
suspensions were centrifuged at 8500 rpm for 20 minutes to
clear the cell debris from the periplasmic extract. NANO-
BODIES were purified via cation exchange (Source 30S
column, wash buffer: 10 mM citric acid pH 4.0; Elution
buffer 10 mM citric acid/1 M NaCl pH 4.0) followed by size
exclusion chromatography (Superdex 75 Hiload 16/60 col-
umn; in d-PBS). The OD 280 nm was measured and the
concentration calculated. Samples were stored at —20 C.

RANKL13hum5 and RANKL13hum5_D62E were ana-
lysed for their binding capacity and neutralizing activity in
Alphascreen as described in Example 2. Humanization of
RANK13 and D62E mutation in RANKL13hum5 did not
interfere with potency of the NANOBODY. RANKIL13,
RANKL13hum5 and RANKL13hum5_D62E displayed
similar potencies as measured in AlphaScreen assay (FIG.
D.

Example 10

Determination of Size of Linker Lengths in
Bivalent Molecules for Optimal Potencies

RANKIL13

A series of bivalent molecules containing different linker
lengths were constructed. RANKL131 (RANKL13-9GS-
RANKLI13; SEQ ID NO: 643) and RANKLI133
(RANKL13-30GS-RANKL13; SEQ ID NO: 766) contain a
9GS or a 30GS linker, respectively. Both molecules were
tested in AlphaScreen assay and FMAT assay and compared
to the monovalent RANKI.13 and the trivalent bispecific
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RANKIL130. Calculated IC50 values are shown in Table
C-14. Both assays indicate that a 9GS linker is sufficient to
obtain a similar potency as determined for RANKI.130.
RANKIL18

A series of bivalent molecules containing different linker
lengths were constructed:
RANKL181biv: RANKL18-9GS-RANKL18 (SEQ ID NO:
657)
RANKL182biv: RANKIL18-20GS-RANKLI8 (SEQ ID

NO: 693)

RANKL183biv: RANKLI18-30GS-RANKL18 (SEQ ID
NO: 767)

RANKLI18hum6  Bi_25:  RANKLI8Hum6-25GS-
RANKL18Hum6 (SEQ ID NO: 768)

RANKL  18hum6 Bi_30: RANKLI8Hum6-30GS-

RANKL18Hum6 (SEQ ID NO: 769)

All molecules were tested in AlphaScreen assay and
FMAT assay and compared to the monovalent RANKL.18
and the trivalent bispecific RANKI.180. Calculated IC50
values are shown in Table C-14. Both assays indicate that a
30GS linker is required to obtain a similar potency as
determined for RANKL 180.

RANKL9

A series of bivalent molecules containing different linker

lengths were constructed:

RANKL91biv: RANKL9-9GS-RANKLY9 (SEQ ID NO:
I6{3:I)\IKL92biV: RANKL9-20GS-RANKL9 (SEQ ID NO:
I6{7jl)\IKL93biV: RANKL9-30GS-RANKL9 (SEQ ID NO:
7RTA?I;\IKL94biVZ RANKL9-15GS-RANKL9 (SEQ ID NO:
771

All molecules were tested in AlphaScreen assay and
FMAT assay and compared to the monovalent RANKI.9 and
the trivalent bispecific RANKIL90 (SEQ ID NO: 708) (Table
C-14). Both assays indicate that a 15GS linker is sufficient
to induce a shift in potency comparable to RANKIL90.

Example 11

Construction and Production of Different Formats
of the Humanized NANOBODIES

Bivalent and trivalent bispecific anti-RANKI. NANO-
BODIES were constructed from RANKL13hum5 and
RANKL18hum6. An overview of the different formatted
humanized NANOBODIES with corresponding NANO-
BODY IDs is represented in Table C-15.

11.1 Trivalent Bispecific NANOBODIES

The trivalent bispecific molecules (RANKIL.00O8a and
RANKI.010a) have two building blocks corresponding to
humanized anti-RANKL NANOBODIES with in the middle
a third humanized NANOBODY building block correspond-
ing to an anti-Human Serum Albumin NANOBODY build-
ing block (ALB-12; SEQ ID NO: 791). The individual
building blocks are fused by a Gly/Ser (GGGGSGGGS;
SEQ ID NO: 792) linker.

RANKI008a was expressed in £. coli and purified from
medium and periplasmic extracts. NANOBODY was cap-
tured on MabSelect Xtra (GE Healthcare, Uppsala, Swe-
den). Elution occurred with buffer-B (100 mM Glycine
pH2.5). Fractions were neutralized with 1.5M Tris pH 7.5
and dialysed against 1/10 PBS. Samples were subsequently
subjected to Cation Exchange using a Source 15 S column
(GE Healthcare, Uppsala, Sweden).
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RANKI.010a was cloned into pPICZalphaA (Invitrogen,
Carlsbad, Calif.) and transformed in Pichia pastoris. Colo-
nies were diluted in 250 ml BCGM medium and grown at
30° C. At OD600 of 20-25, cultures were centrifuged and
pellet resuspended in 80 ml of BMCM medium. Expression
was induced by addition of 100% methanol. NANOBODY
was captured from the medium by capturing on MabSelect
Xtra (GE Healthcare, Uppsala, Sweden). Elution fractions in
100 mM Glycine pH2.5 buffer were neutralised with 1.5M
Tris pH 7.5 and dialysed against 1/10 PBS. Sample was
further purified by Cation Exchange (Source 30 S column).
Finally, a sizing step occurred on Superdex 75 26/60 col-
umn.

11.2 PEGylated NANOBODIES

Bivalent RANKIL 13hum5 and RANKL 18hum6 were con-
structed. Constructs were expressed in E. coli. Purification
and pegylation was carried out as follows:

Bivalent NANOBODY was purified via Protein A affinity
chromatography (MabSelect Xtra™). After elution, using
100 mM Glycine pH 2.5, the collected sample was imme-
diately neutralized using 1.5M Tris pH7.5. After a Cation
Exchange step (Source 15S column) the fraction containing
the NANOBODY® was concentrated via Vivaspin (5 kD),
DTT was added to a final concentration of 10 mM and
incubated over night. After free DTT was removed by SEC,
PEG (3-Maleimidoproprionamide, 1,3-bis (Methoxy poly
(ethylene glycol) modified 2-glycerol), Average MW
40,000; Nektar Therapeutics, San Carlos, Calif.) was added
in a 5 molar excess and incubated overnight. The PEGylated
NANOBODY was separated from unPEGylated NANO-
BODY/free PEG via MacroCap SP cation exchange (buffer:
25 mM Na-acetate pH5+0.5% pluronic). The bound proteins
were eluted with a linear gradient to buffer (1xPBS+0.5%
pluronic).

11.3 HSA Fusions

HSA fusion proteins, RANKL004h and RANKI.006h,
correspond to bivalent RANKI 13hum5-9GS-
RANKL 13hum5 and RANKL18hum6-30GS-
RANKI 18humé, respectively, which are C-terminally fused
to HSA.

For the generation of RANKI.004h, RANKI 13hum5 was
amplified by PCR using following primers:

SEQ
iD
Sequence NO
GAAGTAGGATGGACGATGACAAACCCGCGAAGACTTTTCTGGTG 807
GCGGGAGCGAGGTGCAGCTGGTGGA
GTTCTATCGGGAAGACTTAGAACCTCCGCCGCCTGAGGAGACGG 808
TGACCAG
GGGTATCTCTCGAGAAAAGAGAGGTGCAGCTGGTGGAGTCTGGG 809
TCTCTTCTCCTAGGTCTTTGAATCTGTGGGCGACTTCAGATTTATG 810

AGCATCTGAGGAGACGGTGACCAG

Subsequent amplicons were digested using appropriate
restriction enzymes (N-terminal fragment: Bbsl/Xhol and
C-terminal fragment: Bbsl/Avr II) and were cloned into a
Xhol/AvrIl opened pPICZalphaA-HSA vector. This vector
contains the coding sequence for full length human serum
albumin.
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For the generation of RANKI.006h, RANKIL.18hum6 was
amplified by PCR using following primers:

192

(100 nM of the NANOBODY with 500 nM HSA) and
passed over the chip. As the signal was significantly higher

Sequence

SEQ ID
NO

GGGTATCTCTCGAGAAAAGAGAGGTTCAGCTAGTGGAATCA

CACCTCCGGATCCTCCACCTCCGCTACCTCCACCTCCACTGCCACCTCCACC
TGAGGAGACGGTGACCAG

GGTGGAGGAT CCGGAGGTGGAGGTAGCGGAGGTGGAGGCTCAGGAGGTGG
AGGCAGTGAGGTTCAGCTAGTGGAA

TCTCTTCTCCTAGGTCTTTGAATCTGTGGGCGACTTCAGATTTATGAGCATCT

GAGGAGACGGTGACCAG

811

812

813

814

Amplicons were digested using appropriate restriction
enzymes (N-terminal fragment: BamHI/Xhol and C-termi-
nal fragment: BamHI/Avr II) and were cloned into a Xhol/
Avrll opened pPICZalphaA-HSA vector. This vector con-
tains full length human serum albumin.

Plasmids were transformed to Pichia pastoris. Colonies
were diluted in 250 ml BCGM medium and grown at 30° C.
Expression was induced by addition of 100% methanol.
NANOBODIES were purified from the medium by captur-
ing the NANOBODIES on MabSelect Xtra (GE Healthcare,
Uppsala, Sweden) and further polishing steps using
Poros50HQ and Superdex200 XK26/60.

Example 12

Characterization of the Formatted Humanized
NANOBODIES in AlphaScreen and FMAT Assay

12.1 Potency of the RANKL13hum5 Based Formats in
AlphaScreen and FMAT Assay

Trivalent bispecific NANOBODY RANKIL008a, pegy-
lated NANOBODY RANKILOO1p and HSA fusion protein
RANKI.004h were tested in AlphaScreen assay and FMAT
assay and compared to the monovalent RANKI, 13hum5 and
the wild type trivalent bispecific RANKIL130. Calculated
IC50 values are shown in Table C-16. In both assays
RANKI.008a, RANKIL.0O01p and RANKL004h displayed a
similar potency that is comparable to that of RANKI.130.
12.2 Potency of the RANKL18hum6 Based Formats in
AlphaScreen and FMAT Assay

Trivalent bispecific NANOBODY RANKILO10a and
pegylated NANOBODY RANKLOO3p were tested in
AlphaScreen assay and FMAT assay and compared to the
monovalent RANKL.18hum6 and the wild type trivalent
bispecific RANKI.180. Calculated IC50 values are shown in
Table C-16. In both assays RANKL010a and RANKIL003p
displayed potencies that are comparable to that of
RANKI.180.
12.3 Effect of Albumin on Binding Kinetics of RANKI.13
with Anti-Human Serum Albumin NANOBODY Building
Block

An experiment was performed with wild type
RANKLI130NT  (RANKLI13-ALB-1-RANKL13)  and
humanized RANKLO008a  (RANKLI13hum5-ALB-12-

RANKI 13humb5). In this experiment a 100 nM solution was
passed over a chip with immobilized RANK-L.. As shown in
FIG. 8, the sensorgrams in the absence of albumin are
comparable for both molecules (wild type and humanized)
suggesting that both molecules interact in a similar way with
immobilized RANKL. Subsequently a mixture was prepared
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for the complex, we conclude that both the wild type and
humanized variants with anti-Human Serum Albumin

NANOBODY building block are able to bind to RANK-L
and albumin simultaneously.
12.4 Epitope Mapping of RANKLI13hum5 and
RANKL 18humé.

In the past, experimental data were generated which
supported the statement that RANKL13hum5S and

RANKI 18hum6 bind to overlapping epitopes. This obser-
vation was confirmed in a BIACORE experiment. In these
epitope mapping experiments the RANKL sensor chip was
first saturated with the first NANOBODY (concentration of
500 nM). After 120 seconds, dissociation was allowed or a
mixture containing the same concentration of the first
NANOBODY together with 500 nM of the NANOBODY to
be tested was injected for 120 seconds. In FIG. 9 the
sensorgrams for RANKI.18hum6 and in FIG. 10 the sen-
sorgrams for RANKL13hum5 are shown. Only a slight
increase in signal was observed upon injection of the mix-
ture after saturation of the surface first with either
RANKL13hum5 or RANKLI18hum, indicating that
RANKI 13hum5 and RANKL18hum6 bind to overlapping
epitopes.
12.5 Inhibition of RANK-L Induced Differentiation of
RAW264.7 Cells by Formatted Humanized NANOBODIES

RAW264.7 cells (ATCC) were maintained in DMEM
containing 10% FBS. Cells were resuspended in alphaMEM
without phenol red containing 10% FBS, 0.1% sodium
pyruvate, 1% non essential amino acid and seeded at 2000
cells/well in a 96-well plate. A dilution series of the format-
ted humanized NANOBODIES was added to the wells.
Differentiation to osteoclast-like cells was induced by add-
ing 7.5 ng/ml. RANKL (Peprotech, Rocky Hill, N.J.). The
total tartrate-resistant phosphatase activity was measured in
the supernatant after 4 days using paranitrophenylphosphate
as substrate (FIG. 11).
12.6 Inhibition of RANK-L Interaction with RANK by
Formatted Humanized NANOBODIES

96-well microtiter plates were coated overnight at 4° C.
with anti-Fc NANOBODY PMPO2 and blocked with Super-
block T20 (PBS) blocking buffer. Different concentrations of
formatted humanized NANOBODIES were preincubated
with 200 ng/ml, RANK-Fc¢ and 5 ng/ml. RANK-L after
which the mixtures were transferred to the coated wells.
Bound RANK-L. was detected for 1 h at room temperature
(RT) with a 1/100 dilution of Human TRANCE/RANKIL/
TNFSF11 Biotinylated Affinity Purified polyclonal antibody
(R&D systems, Minneapolis, Minn.) in PBS containing 10%
Superblock T20 (PBS) blocking buffer followed by a 30 min
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incubation with horseradish peroxidase labeled streptavidin
(1/5000 in PBS containing 10% Superblock T20 (PBS)
blocking buffer). Visualisation was performed with 3,3',5,
S'-tetramethylbenzidine (TMB) and hydrogen peroxide after
which the coloring reaction was stopped with 1N HCL. The
absorbance was determined at 450 nm. The inhibition of the
RANK-L interaction with RANK by the formatted human-
ized NANOBODIES is shown in FIG. 12.

12.7 Binding of RANKIL.008a to Human Serum Albumin

96-well microtiter plates were coated overnight at 4° C.
with human serum albumin (HSA, 20 pg/mL in PBS). Wells
were aspirated and blocked with Superblock T20 (PBS)
blocking buffer. Wells were incubated for 1 h at RT with a
dilution series of RANKILOO8a. Subsequently, bound
RANKLO008a was detected with a bivalent NANOBODY
coupled to horseradish peroxidase. Visualisation was per-
formed as described above (FIG. 13).

12.8 Bifunctional Binding of RANKL008a to HSA and
RANK-L

Two different ELISA formats were applied to measure a
simultaneous binding of RANKIL.008a to HSA and RANK-
L.

In a first format, 96-well microtiter plates were coated
overnight at 4° C. with neutravidin (2 pg/ml, PBS) and
blocked with Superblock T20 (PBS) blocking buffer. Wells
were incubated with biotinylated RANK-L (0.5 pg/ml in
PBS) after which a dilution series of RANKL008a was
applied. Bound RANKI.008a was detected with horseradish
peroxidase labeled albumin (Genetex, San Antonio, Tex.;
1/6000). Visualisation was performed as described above
(FIG. 14-A).

In a second format, 96-well microtiter plates were coated
overnight at 4° C. with HSA (10 pg/mL, PBS) and blocked
with Superblock T20 (PBS) blocking buffer. Subsequently,
a dilution series of RANKIL008a was applied. After 1 h
incubation at RT, bound RANKL008a was detected with
biotinylated RANK-L (5 ng/mL), followed by an incubation
with horseradish peroxidase labeled streptavidin (1/2000).
Visualisation was performed as described above (FIG.
14-B).

Example 13

Pharmacokinetics of Formatted Humanized
NANOBODIES in Balb/c Mice after a Single
Intravenous or Subcutaneous Administration

A bolus dose of 100 pg of each NANOBODY was
administered to male Balb/c mice (8 to 12 weeks) (n=3),
either intravenously into the tail or subcutaneously. At a
series of time points, blood samples were collected.

Detection of the different NANOBODIES was performed
as follows: Maxisorb microtiter plates (Nunc, Wiesbaden,
Germany) were coated for 1 hr at room temperature (RT)
with 100 ul of a 5 pg/ml solution of Neutravidine (Pierce,
Rockford, I11.) in PBS buffer. After coating, the plates were
aspirated for 4 seconds and blocked (300 pl/well) for 30 min
at RT with Superblock T20 (Thermo Scientific Pierce Pro-
tein Research Products, Rockford, I11.). Plates were washed
three times with PBS containing 0.05% TWEEN20. After
blocking, biotinylated human RANKL (0.25 pg/ml, 100
wl/well) was captured for 1 hr at RT (600 rpm). Dilution
series of the NANOBODY standards (prepared in PBS/0.1%
casein) were spiked into 100% pooled blank mouse serum
(Harlan, Oxon, United Kingdom) and were then further
diluted 1/10 with PBS containing 0.1% casein (in separate
non-coated plate Nunc), resulting in a final sample matrix
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consisting of 10% pooled mouse serum. Serum samples
were treated in the same way. All pre-dilutions were incu-
bated for 30 minutes at RT (600 rpm) in the non-coated
plate. After the capturing step, the coated plates were
washed three times (PBS containing 0.05% TWEEN20), and
an aliquot of each sample dilution (100 pl) was transferred
to the coated plate and allowed to bind for 1 hr at RT (600
rpm). After sample incubation, the plates were washed three
times (PBS containing 0.05% TWEEN20) and incubated for
1 hr at RT with 100 ul of an in-house polyclonal rabbit
anti-NANOBODY antibody (1 pg/ml, in PBS/0.1% casein).
The plates were then washed three times (PBS containing
0.05% TWEEN20) and incubated with 100 ul of a 1/2000
dilution (in PBS with 0.1% casein) of goat anti-rabbit HRP
(DakoCytomation, Glostrup, Denmark). After incubation for
30 minutes at RT (600 rpm), plates were washed three times
(PBS containing 0.05% TWEEN20) and incubated for 10
minutes in the dark with 100 ul of es(HS)TMB (1/3 dilution
in HRP Buffer; SDT, Brussels, Belgium). After 10 minutes,
the reaction was stopped with 100 ul HC1 (IN). After 5
minutes, the absorbance of each well was measured at 450
nm (Tecan Sunrise spectrophotometer; Mannedorf, Switzer-
land), and corrected for background absorbance at 620 nm.
Concentration in each serum sample was determined based
on a sigmoidal standard curve with variable slope.

After iv administration, the serum concentration-time
profile of each mouse was subjected to a two-compartmental
pharmacokinetic analysis using the pre-programmed Model
number 7 within WinNonlin Professional Software Version
5.1 (Pharsight Corporation, Mountain View Calif., USA).
Calculated parameters for the individual NANOBODIES
are shown in Table C-17.

After sc administration, the serum concentration-time
profile of each mouse was subjected to a one-compartmental
pharmacokinetic analysis (with first order absorption) using
the pre-programmed Model number 3 (no lag time) or 4
(with lag time) within WinNonlin Professional Software
Version 5.1 (Pharsight Corporation, Mountain View Calif.,
USA). Calculated parameters for the individual NANO-
BODIES are shown in Table C-18.

Example 14

Pharmacokinetics and Pharmacodynamics of
Formatted Humanized NANOBODIES in
Cynomolgus Monkeys

Female cynomolgus monkeys were assigned to 17 groups,
each group consisting of three individuals aged approxi-
mately 24 months.

Animals were dosed as described in Table C-19. NANO-
BODIES RANKLO008a, RANKL0Olp and RANKILO003p
were administered at different doses (3 mg/kg; 0.3 mg/kg;
0.03 mg/kg). NANOBODY ALB-8 served as a negative
control. Small molecule Ibandronate was included as a
positive control. Serum samples were taken for determina-
tion of the NANOBODY levels, antibody analysis, and
analysis of the bone turnover marker serum N-telopeptide
(serum N-Tx).

14.1 Pharmacokinetics

Concentrations of RANKIL008a were determined in
plasma as follows: 96-well microtiter plates (Maxisorp,
Nunc, Wiesbaden, Germany) were coated overnight at 4° C.
with 100 plL neutravidin (2 pg/mL, Pierce, Rockford, II1.).
Wells were aspirated and blocked for 30 min at RT with 300
pL SuperBlock®T20 PBS (Pierce, Rockford, I11.). After 3
washing steps with PBS-0.05% TWEEN20, biotinylated
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RANKL (0.5 g/mL in PBS-0.1% casein-0.05% TWEEN20,
in-house) was captured by incubating 100 pL for 1 hr at RT
while shaking at 600 rpm. After this incubation step, wells
were washed 3 times with PBS-0.05% TWEEN20. The
standards, QC and predilutions of the test samples were
prepared in a non-coated (polypropylene) plate in 100%
Cynomolgus monkey plasma and incubated for 30 min at RT
while shaking at 600 rpm. A 1/10 dilution of the samples in
PBS-0.1% casein-0.05% TWEEN20 (final concentration of
Cynomolgus monkey plasma is 10%) was transferred to the
coated plate and incubated for 1 h at RT while shaking at 600
rpm. After three washing steps with PBS-0.05% TWEEN20,
the plates were incubated with the purified in-house rabbit
anti-NANOBODY polyclonal antibody (1 pg/ml in PBS-
0.1% casein-0.05% TWEEN20, in-house, Batch No. 15/05/
06) for 1 hr at RT while shaking at 600 rpm. After 3 washing
steps with PBS-0.05% TWEEN20, 100 pl horse radish
peroxidase (HRP) labeled polyclonal goat anti-rabbit
(1/5000 in PBS-0.1% casein-0.05% TWEEN20, DakoCyto-
mation, Glostrup, Denmark; Article No. P0448) was incu-
bated for 1 h at RT while shaking at 600 rpm. Visualization
was performed covered from light for 10 min with 100 pl
3,3',5,5'-tetramethylbenzidine (esTMB, SDT, Brussels, Bel-
gium). This substrate was 1/3 diluted in substrate buffer. The
substrate buffer is a composition of 60% Na,HPO, (100
mM) and 40% citric acid (100 mM). After 10 min, the
colouring reaction was stopped with 100 pul. 1N HCI. The
absorbance was determined at 450 nm after a 10 sec shake
in the Tecan ELISA reader, and corrected for background
absorbance at 620 nm. Concentration in each sample was
determined based on a sigmoidal standard curve.

Concentrations of RANKLOO1p and RANKL003p were
determined as follows: 96-well microtiter plates (Maxisorp,
Nunc, Wiesbaden, Germany; Article No. 430341) were
coated overnight at 4° C. with 100 pL. neutravidin (2 pg/mL,
Pierce, Rockford, I11.). Wells were aspirated and blocked for
30 min at RT with 300 ul. SuperBlock®T20 PBS (Pierce,
Rockford, I1l.). After 3 washing steps with PBS-0.05%
TWEEN20, biotinylated RANKL (0.5 pg/ml. in PBS-0.1%
casein-0.05% TWEEN20, in-house) was captured by incu-
bating 100 pL for 1 hr at RT while shaking at 600 rpm. After
this incubation step, wells were washed 3 times with PBS-
0.05% TWEEN20. The standards, QC and predilutions of
the test samples were prepared in a non-coated (polypro-
pylene) plate in 100% Cynomolgus monkey plasma and
incubated for 30 min at RT while shaking at 600 rpm. A 1/10
dilution of the samples in PBS-0.1% casein-0.05%
TWEEN20+10% Cynomolgus monkey plasma (final con-
centration of Cynomolgus monkey plasma was 10%) was
transferred to the coated plate and incubated for 1 h at RT
while shaking at 600 rpm. After three washing steps with
PBS-0.05% TWEEN?20, the plates were incubated with the
purified in-house rabbit anti-NANOBODY polyclonal anti-
body (1 pg/mL in PBS-0.1% casein-0.05% TWEEN20,
in-house) for 1 hr at RT while shaking at 600 rpm. After 3
washing steps with PBS-0.05% TWEEN20, 100 pl horse
radish peroxidase (HRP) labeled polyclonal goat anti-rabbit
(1/2000 in PBS-0.1% casein-0.05% TWEEN20, DakoCyto-
mation, Glostrup, Denmark) was incubated for 1 h at RT
while shaking at 600 rpm. Visualization was performed
covered from light for 10 min with 100 pL 3,3',5,5'-tetram-
ethylbenzidine (undiluted esTMB, SDT, Brussels, Belgium).
After 10 min, the colouring reaction was stopped with 100
uL 1IN HCI. The absorbance was determined at 450 nm after
a 10 sec shake in the Tecan ELISA reader, and corrected for
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background absorbance at 620 nm. Concentration in each
sample was determined based on a sigmoidal standard
curve.

Individual plasma concentration-time profiles of all mon-
keys were subjected to a non-compartmental pharmacoki-
netic analysis (NCA) using WinNonlin Professional Soft-
ware Version 5.1 (Pharsight Corporation, Mountain View
Calif., USA). The pre-programmed Model 200 or 201 was
used after subcutaneous and intravenous dosing respec-
tively. The AUC and derived PK-parameters were calculated
by means of the linear-up/log down trapezoidal rule. An
overview of the calculated pharmacokinetic parameters is
presented in Tables C-20 to C-23.

14.2 Pharmacodynamics

Changes in bone resorption induced by the NANOBOD-
IES were assessed by assaying serum NTx using immuno-
assays according to manufacturer’s instructions (Osteo-
mark® NTx serum, Wampole Laboratories).

FIGS. 15 and 16 represent the serum NTx concentration-
time plots for the different NANOBODIES dosed at differ-
ent amounts either intravenously or subcutaneously.

All plasma concentration-time profiles of each NANO-
BODY were fitted simultaneously to the pharmacokinetic
function that was minimally necessary to provide a reason-
able characterization of the concentration-time data. Only
the plasma concentration-time profiles of the monkeys
devoid of significant immunogenicity were included in the
analysis. A two-compartmental pharmacokinetic model with
both linear and non-linear clearance from the central com-
partment was found to characterize the dose and time
dependent pharmacokinetics. In turn, these NANOBODY-
specific pharmacokinetic functions were used as an input
function for the pharmacodynamic model to estimate the in
vivo potency (ICs,) and intrinsic activity (I,,,,) on serum
NTx turnover.

The intrinsic activity (1,,,,.) and potency (ICs,) of each
NANOBODY on the serum NTx turnover was described
using an indirect response model. The indirect response
model was parameterized with the half-life of serum NTx
(t,,=0.693/k, ) and a NANOBODY-mediated inhibition
(Hill function) on the zero order production rate of NTx
(K,,)- The NANOBODIES were assumed to inhibit K,,, by
means of a Hill equation parameterized with I, ., IC;, and
a shape factor n. For each NANOBODY a single set of PD
parameters was estimated, except for RANKL003p where
the turnover parameters (K,,,, K,,,,) were allowed to vary for
each dose level.

The obtained pharmacodynamic parameters of all
NANOBODIES are presented in Table C-24. Although all
three NANOBODIES had similar intrinsic activity and
mediated an almost complete inhibition of serum NTx
(1,,,=90), their potency was significantly different.
RANKI008a was found to be the most potent inhibitor of
serum NTx synthesis, followed by RANKLO0Olp and
RANKIL003p. RANKLO003p had a tenfold lower potency
than RANKL0OO8a. The average serum NTx half-life was
approximately 1.6 hr.

tizdd

Example 15

Cross-Reactivity of RANKL 130, RANKI.180,
RANKL008a, RANKLO001p and RANKLO003p with
TNF Family Members TNFa, CD40 Ligand
(CD40L) and TRAIL

The cross-reactivity of the anti-RANK-L. NANOBODIES
with TNF family members TNFa, TRAIL or to mouse
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RANK-I. was tested in a competition ELISA. Human
RANK-L. was coated on 96-well plates as described in
Example 2. NANOBODIES (100 pM) were preincubated
with varying concentrations of human RANK-L, mouse
RANK-L, TNFa or TRAIL (10 nM down to 13.7 pM) before
they were added to the plates. Binding of the NANOBOD-
IES to the RANK-L coated plates was only inhibited by
exogenously added RANK-L and was not affected by the
addition of the other ligands (FIG. 17).

Example 16

Administration of Anti-RANK-L NANOBODIES
Prevents Bone Loss and Maintains Strength and
Quality in Ovariectomized Cynomolgus Monkeys

Osteoporosis is characterized by low bone mass and
microarchitectural deterioration of bone tissue, with a con-
sequent increase in fragility and susceptibility to fractures.
Estrogen depletion contributes to the low bone mass char-
acteristic of postmenopausal osteoporosis. Therefore, estro-
gen depletion has been used as a bone loss animal model for
studying osteoporosis therapies

One month after OVX or sham surgery, ovariectomized
(OVX) cynomolgus monkeys (cynos) (9 to 16 years old) are
treated with vehicle or anti-RANK-L NANOBODY for 16
months. Sham controls are treated with vehicle. Effects on
bone resorption and on bone mineral density (BMD) upon
administration of the anti-RANK-L NANOBODY are ana-
lysed.

After sacrifice, ex vivo DXA and pQCT scans are taken of
the intact right femur, [.3-1.4 vertebral bodies, and L.5-1.6
vertebral 5 mm cancellous cores. Destructive testing is
performed by 3-point bending of the femur diaphysis and
humeral cortical beams, shearing of the femur neck, and
compression of the lumbar vertebral specimens.

The effects of the anti-RANK-L NANOBODY on bone
turnover at the histologic level, and their relationships with
bone strength are analysed as follows: Double fluorochrome
labels are injected prior to iliac and rib biopsies (at month 6
and 12), and prior to sacrifice. Histomorphometry is per-
formed on these biopsies, the tibial diaphysis, and cancel-
lous bone in [.2 vertebra and the proximal femur.

Example 17
Construction and Analysis of VHH-Fc Fusions

NANOBODIES directed against RANK-L are cloned in a
suitable vector to generate genetic fusions to the CHI1
deleted Fc portion of human IgG1 or of human IgG2. The
hinge regions linking the NANOBODY to Fc are derived
either from IgG1 or IgG2.

Plasmid constructs are transfected in eukaryotic cell lines
and Fc fusion is secreted into the culture supernatant.
Products are purified and analysed on a Coomassie stained
gel. Representative sequences are depicted in Table B-6
(SEQ ID NO’s: 774-789). NANOBODY-fusions are tested
in FMAT competition binding assay, NF-kB reporter assay
and TRACP 5b osteoclast differentiation assays.

Example 18
Cross-Reactivity of RANKI.008a with TNF Family

Members TNF-a, TRAIL, FasL., CD40L, LTa1/p2,
LTa2/f1 and LIGHT

In order to identify human proteins that share sequence
similarity with RANK-L, its protein sequence (Genbank
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accession number CAM23721) was used to search the
translated human genome with TBLASTN using the stan-
dard settings (BLOSUMS62). For the highest scoring
sequences, the region corresponding to the CD-loop was
compared to RANK-L. to assess possible binding of
RANKILO008a.

Cross-reactivity of RANKL008a with selected TNF fam-
ily members was tested via competition ELISA. Ninety
six-well microtiter plates (Nunc, Maxisorp) were coated ON
at4° C. with 100 uLL of 2 pg/ml. neutravidin (Pierce) in PBS.
Wells were aspirated and blocked with 300 pl. of Super-
Block T20 PBS blocking buffer (Pierce) for 30 min at RT.
Wells were washed thrice with 0.05% PBS-TWEEN, and
subsequently incubated with 0.05 pg/ml. biotinylated
sRANK-L diluted in PBS-TWEEN for 1 h at RT and 600
RPM. In the mean time, 3.27 ng/ml. of RANKLO008a was
preincubated with a dilution series of TNF receptor family
members (RANK-L, TNF-a, TRAIL, FasL., CD40L, LTal/
p2, LTa2/p1 and LIGHT) for 1 h at RT and 600 RPM. The
sRANK-L-containing wells were washed 3 times with PBS-
TWEEN and 100 pl. of the pre-incubated RANKIL008a
samples was transferred to the coated plate. After 1 h
incubation at RT and 600 RPM, bound RANKIL008a was
detected for 30 min at RT and 600 RPM with 100 ul. of
polyclonal rabbit anti-VHH R23 (1 pg/mL in PBS-TWEEN,
Ablynx). The wells were washed as above and incubated for
30 min at RT and 600 RPM with HRP-conjugated polyclonal
goat anti-rabbit Ig (0.15 pg/mL in PBS-TWEEN, DakoCy-
tomation). Visualisation was performed with esTMB for 7
min, after which the reaction was stopped with 1N HCI. The
absorbance was determined at 450 nm.

Binding of the NANOBODIES to the plates was only
inhibited by exogenously added unlabeled RANK-L. and
was not affected by the addition of the other ligands (FIG.
18).

Example 19

RANKIL-Mediated Differentiation of CD14+
Monocytes

Peripheral Blood Mononuclear cells (PBMCs) were puri-
fied from human buffy coats using Ficoll Paque. CD14+
monocytes were isolated using CD14 Microbeads (Miltenyi
Biotec) according to the manufacturer’s instructions. The
CD14+ cell fraction and the CD14- fraction (i.e. the effluent
during the separation procedure; cells not attached to the
anti-CD14 beads) were seeded at 100.000 cells/well in a
96-well culture plate in aMEM culture medium without
phenol red containing 10 vol % FBS, 0.1 vol % penicillin/
streptomycin, 0.1 vol % sodium pyruvate and 1 vol % non
essential amino acids. After 2 hours incubation at 37° C. and
5% CO,, NANOBODIES were added and differentiation
was induced with 7.5 ng/mL recombinant human RANKIL
and 50 ng/mL. human Macrophage colony-stimulating factor
(MCSF). Cells were cultured for 11 days and 50 vol % of the
culture medium was replaced every 2 days by fresh medium.
Differentiation was assessed by cytochemical staining for
intracellular TRACP performed after fixation in 3.7% form-
aldehyde in acetone using the Leukocyte Acid Phosphatase
kit (Sigma). Moreover, TRACP 5b isoform activity in the
culture medium was performed using the BONETRAP®
assay (Immunodiagnostic Systems) according to the manu-
facturer’s instructions.

RANKI.008a completely blocked RANKI.-mediated dif-
ferentiation of CD14+ monocytes to osteoclasts. Indeed, in
the presence of effective concentrations of RANKI.008a,
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RANKI -induced intracellular TRACP staining was inhib-
ited (FIG. 19). Moreover, RANKI -induced TRACP5b
activity in conditioned medium was completely blocked
(FIG. 20). In the absence of RANKI, or MCSF, baseline
TRACPSb activity was measured, as expected.

Example 20

Inhibition of Membrane RANKI, (mRANKIL))
Interaction with RANK-Fc

Interaction of mMRANKI, with RANK was measured using
a cell adhesion assay. For this purpose, Chinese Hamster
Ovary (CHO) cells which are expressing recombinant mem-
brane-bound human RANKL were used. Cells were main-
tained in RPMI containing Glutamax, 25 mM Hepes and 10
vol % FBS.

96-well white polystyrene plates (Corning) were immo-
bilized with the anti-Fc NANOBODY PMPO02 (5 ng/mL in
sodium bicarbonate buffer pH 9.6). Wells were blocked with
PBS containing 3% BSA for 1 h at RT and washed with PBS.
Cells were detached with non-enzymatic dissociation buffer
and resuspended in RPMI1640 medium. After 30 min incu-
bation at RT of cells (400.000/mL) with 500 ng/ml, RANK-
Fc in the presence or absence of NANOBODIES or controls,
the mixtures were transferred to the coated wells. After 2 h
incubation at RT, wells were washed once with PBS and
adhered cells were visualized using the luminescent-based
CellTiter Glo® reagent for cell viability (Promega) accord-
ing to the manufacturer’s instructions.

RANKI008a could concentration-dependently and com-
pletely block the interaction of mRANKIL with RANK-Fc
(FIG. 21). A clear shift in potency was observed for
CabLys3-Alb11-13HS (SEQ ID NO: 815) compared to
RANKLO008a, while 13H5-CabLys3-13H5 (SEQ ID NO:
816) displayed similar activity.

Example 21

Inhibition of mRANKIL Mediated Osteoclast
Differentiation

Osteoclast differentiation mediated by mRANKL was
investigated using a coculture assay in which RAW264.7
cells were stimulated with recombinant membrane bound
human RANKL expressed on CHO cells. RAW264.7 cells
and CHO cells were maintained as described above. CHO
cells were detached using non-enzymatic dissociation buffer
and resuspended in RPMI11640 containing 10 vol % FBS and
1 vol % penicillin/streptomycin. CHO cells were seeded at
a density of 20.000 cells/well in a 96-well microtiter plate
and incubated for 24 h at 37° C. and 5% CO,. Cells were
washed 3 times with PBS and subsequently fixed in a
solution of 3.7% paraformaldehyde in PBS. A dilution series
of NANOBODIES or controls was added to the wells.
Subsequently, wells were incubated with RAW264.7 cells
for 5 days at 37° C., 5% CO, and at a density of 2000
cells/well in aMEM culture medium without phenol red
containing 10 vol % FBS, 0.1 vol % penicillin/streptomycin,
0.1 vol % sodium pyruvate and 1 vol % non essential amino
acids. Differentiation was assessed by either cytochemical
staining for intracellular TRACP or TRACP activity mea-
surements in the conditioned medium as described above
(FIGS. 22 and 23).
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Example 22

Pharmacokinetics and Pharmacodynamics of
RANKIL008a Vs. aOPGL-1 in Cynomolgus
Monkeys

RANKI.008a was expressed in Pichia pastoris and puri-
fied on SP Sepharose as a capturing step and a Q filter as a
polishing step or on SP Sepharose as a capturing step and
Capto MMC as a polishing step (GE Healthcare Life Sci-
ences). Concentration of the NANOBODY and buffer
switch to PBS was done via UF/DF (Sartorius Hydrosart
Sartocon Slice 200, 10 kDa). A final filtration was carried out
at 0.22 pm.

The amino acid sequence of the monoclonal antibody
aOPGL-1 is described in SEQ ID NO’s: 2 and 4 of
US2004/0033535. aOPGL-1 was expressed in CHO-K1SV
cells (Lonza) and purified on MabSelect Sure as a capturing
step and Source30S as a polishing step (GE Healthcare Life
Sciences).

Female Cynomolgus monkeys (3 animals per test com-
pound) received a single i.v. bolus administration of
RANKI008a at 0.3 mg/kg or aOPGL-1 at 1 mg/kg. An
additional three female monkeys were dosed with PBS and
served as negative control.

Blood samples were processed to plasma for determina-
tion of the NANOBODY levels and antibody analysis. In
addition, blood samples were collected and processed to
serum for the analysis of the bone turnover marker serum
N-telopeptide (serum N-Tx).

22.1 Bioanalytical determination of RANKL008a and
aOPGL-1

22.1.1 Determination of RANKL.008a plasma concentra-
tions

Plasma concentrations of RANKL008a were determined
in plasma using a RANKL-independent ELISA. In short,
96-well microtiter plates (Maxisorp, Nunc, Article No.
430341) were coated overnight at 4° C. with 100 pl of an
in-house made anti-NANOBODY NANOBODY at a con-
centration of 3 pg/ml in bicarbonate buffer (15 mM Na,CO,,
35 mM NaHCO;, pH9.6). Wells were aspirated and blocked
for 30 min at room temperature (RT) with 300 pl
SuperBlock®T20 (PBS) (Pierce, Article No. 37516,
Lot#JG121073). The standard curve stock solution and the
QC samples were prepared in a low adhesion plate (Nunc
Article No. 24994) in 100% pooled Cynomolgus plasma
(Sera Laboratories International; SLI#FF109188/209188;
catalog#PSCIM-118-M; aliquoted on 3 Oct. 2008) and incu-
bated for 1 h at RT while shaking at 600 rpm. A 1/20 dilution
of the standard stock solution, QCs and test samples were
made in PBS/0.1% casein (resulting in a 5% final plasma
concentration). Further dilutions of the calibrators and test
samples were made in PBS/0.1% casein supplemented with
5% plasma. After the 1/20 dilution, test samples were further
diluted in order to bring them into the dynamic range. The
5% plasma solutions were incubated at RT and 600 rpm for
30 minutes. 100 pl/well was transferred to the coated and
blocked plate and incubated for 2 hr at RT while shaking at
600 rpm. The plates were washed 3 times with PBS/0.05%
TWEEN20. 100 pl of an in-house made anti-NANOBODY
NANOBODY at 250 ng/ml in PBS/0.1% casein was added
per well and plates were incubated for 1 h at RT while
shaking at 600 rpm. Plates were washed 3 times with
PBS/0.05% TWEEN20. 100 pl strep-HRP (1/10000 in PBS/
0.1% casein, Dako: P0397; Batch no 00032671) was added
per well and plates were incubated for 30 min at RT while
shaking at 600 rpm. Again, plates were washed 3 times with
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PBS/0.05% TWEEN20 and 100 pl of the 3,3',5,5'-tetram-
ethylbenzidine substrate (es(HS)TMB (SDT-reagents)) 1/3
diluted in substrate buffer (HRP buffer: 60% 100 mM
Na,HPO,.2H,0, 40% citric acid, pH 4.3)) was added per
well. The colouring reaction was allowed to proceed for 15
minutes at RT in the dark, after which the reaction was
stopped by adding 100 pl 1N HCI per well. The absorbance
was determined at 450 nm after a 10 seconds shake in the
Tecan ELISA reader, and corrected for background absor-
bance at 620 nm. The concentration in each sample was
determined based on a 4 parameter logistic fit of the standard
curve.

The assay was validated and assay range was verified to
be between 25 to 600 ng/ml on plasma level. All samples
were analysed in duplicate and a reported value was gener-
ated by calculating an average concentration from the rep-
licates from the lowest dilution factor. All assays generating
a reported value passed the 4/6/20 rule on freshly prepared
QC samples (% bias and % CV of 4 out of 6 QC samples
should be =20% with least 50% of the QC samples passing
this criterion at each concentration level). If the 4/6/20 rule
was not met or the % CV of the duplicate study samples was
>20%, no reported value was generated and the samples
were re-analyzed. Incurred sample re-analysis, performed
on 10% of the study samples showed that reported values did
not differ more than 30% upon re-analysis.

22.1.2 Determination of aOPGL-1 Plasma Concentrations

Plasma concentrations of aOPGL-1 were determined
using ELISA as described below.

96-well microtiter plates (Maxisorp, Nunc, Article No.
430341) were coated overnight at 4° C. with 100 pl neutra-
vidin (Thermo Scientific, Prod#31000, Lot#JC122585,
stock conc: 2 mg/ml) at a concentration of 2 pg/ml in PBS
(Phosphate buffered saline). Wells were aspirated and
blocked for 30 min at room temperature (RT) with 300 ul
PBS/1% casein (casein: Calbiochem; catalog nr: 218682).
Afterwards plates were washed 3 times with PBS/0.05%
TWEEN20 and 100 ul biotinylated RANKI, (Peprotech,
Cat#310-01; biotinylated in-house) was added per well. The
plates were incubated for 1 h at RT while shaking at 600
rpm. The standard curve stock solution and the QC samples
were prepared in a low adhesion plate (Nunc Article No.
24994) in 100% pooled Cynomolgus plasma (Sera Labora-
tories International, SLI#FF109188/209188;
catalog#PSCIM-118-M; aliquoted on 3 Oct. 2008) and incu-
bated for 1 h at RT while shaking at 600 rpm. A 1/20 dilution
of the standard stock solution, QCs and test samples was
made in PBS/0.1% casein (resulting in a 5% final plasma
concentration). Further dilutions of the calibrators and test
samples were made in assay diluents (PBS/0.1% casein
supplemented with 5% plasma). If needed, test samples were
further diluted to bring them into the dynamic range of the
assay. The 5% plasma solutions were incubated at RT and
600 rpm for 30 minutes. 100 l/well was transferred to the
bio-RANKIL containing plate and incubated for 2 h at RT
while shaking at 600 rpm. The plates were washed 3 times
with PBS/0.05% TWEEN20. 100 pl of rabbit anti-human
IgG-HRP (Dako; P0214; Lot#012(101); 1/20000 in PBS/
0.1% casein) was added per well and plates were incubated
for 1 h at RT while shaking at 600 rpm. Plates were washed
3 times with PBS/0.05% TWEEN20 and 100 pl of the
3,3',5,5'-tetramethylbenzidine substrate (ES TMB (SDT-re-
agents) 1/3 diluted in substrate buffer (60% 100 mM
Na,HPO,.2H,0, 40% citric acid, pH 4.3)) was added per
well. The colouring reaction was allowed to proceed for 15
minutes at RT in the dark, after which the reaction was
stopped by adding 100 pl 1N HCI per well. The absorbance
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was determined at 450 nm after a 10 seconds shake in the
Tecan ELISA reader, and corrected for background absor-
bance at 620 nm. The concentration in each sample was
determined based on a 4 parameter logistic fit of the standard
curve.

The assay was validated and the assay range was verified
to be between 60 to 800 ng/ml on plasma level. All samples
were analysed in duplicate and a reported value was gener-
ated by calculating an average concentration from the rep-
licates from the lowest dilution factor. All assays generating
a reported value passed the 4/6/25 rule on freshly prepared
QC samples (% bias of 4 out of 6 QC samples should be
=25% with least 50% of the QC samples passing this
criterion at each concentration level). If the 4/6/25 rule was
not met or the % CV of the duplicate study samples was
>20%, no reported value was generated and the samples
were re-analyzed. Incurred sample re-analysis, performed
on 10% of the study samples showed that reported values did
not differ more than 30% upon re-analysis.

22.2 Determination of Anti-Drug Antibodies
22.2.1 Determination of Anti-Drug Antibodies Against
RANKI.008a in the Plasma of the Cynomolgus Monkeys

Cynomolgus monkey plasma was screened for anti-drug
antibodies against RANKI.008a and its building blocks as
described below.

Selected monkey plasma samples at predose and at vari-
ous time points after RANKI.008a administration were
screened for the presence of anti-drug antibodies using an
ELISA-based direct detection titration assay. 96-well micro-
titer plates (Maxisorp, Nunc, Article No. 430341) were
coated overnight at 4° C. with either RANKIL.008a (Pichia
produced as described above; 1.42 mg/ml), the
RANKIL13HS building block or the Alb8 building block,
each at a concentration of 5 pg/ml. in bicarbonate buffer (15
mM Na,CO; (1.59 g/D)+35 mM NaHCO, (2.93 g/) in 11, pH
9.6) (100 uL per well). Wells were aspirated and blocked for
30 minutes at room temperature (RT) with 300 pl
SuperBlock®T20 (PBS) (Pierce, Article No. 37516,
Lot#JG121073). Afterwards plates were washed 3 times
with PBS/0.05% TWEEN20. Plasma test samples and posi-
tive controls (plasma collected from Cynomolgus monkey
with positive response to NANOBODY) were prepared in a
low adhesion plate (Nunc Article No. 249944) by a first 1/50
dilution step, followed by a 1/3 dilution series in 6 steps in
PBS/0.1% casein/0.05% TWEEN20. 100 /well samples and
controls were transferred to the coated plate and were
allowed to bind for 1 h at RT while shaking at 600 rpm.
Negative control for each plate was PBS/0.1% casein/0.05%
TWEEN20 (buffer). The plates were washed 3 times with
PBS/0.05% TWEEN20. 100 pl. of Rabbit anti-Monkey
IgG-Bio (1/5000 in PBS/0.1% casein/0.05% TWEEN20;
Nordic Immunology; RAMon/IgG(H+L)/Bio (5086)) was
added per well and plates were incubated for 30 min at RT
while shaking at 600 rpm. Afterwards plates were washed 3
times with PBS/0.05% TWEEN20 and 100 pl streptavidin-
HRP (1/5000 in PBS/0.1% casein/0.05% TWEEN20; Dako;
P0397; Lotnr.00047645) was added per well. Plates were
incubated for 30 min at RT while shaking at 600 rpm. Again,
plates were washed 3 times with PBS/0.05% TWEEN20 and
100 pl of the 3,3'.5,5'-tetramethylbenzidine substrate (ES
TMB (SDT-reagents) 1/3 diluted in substrate buffer (60%
100 mM Na,HPO,.2H,0, 40% citric acid, pH 4.3)) was
added per well. The colouring reaction was allowed to
proceed for 15 minutes at RT in the dark, after which the
reaction was stopped by adding 100 ul 1N HCl per well. The
absorbance was determined at 450 nm after a 10 seconds
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shake in the Tecan ELISA reader, and corrected for back-
ground absorbance at 620 nm.

The titer was determined as the highest dilution factor at
which the OD level was above threshold. The threshold was
defined as the mean of the negative controls multiplied by 2.
22.2.2. Determination of Anti-Drug Antibodies Against
aOPGL-1 in the Plasma of the Cynomolgus Monkey

Cynomolgus monkey plasma was screened for anti-drug
antibodies against aOPGL-1 as described below.

Selected monkey plasma samples at predose and at vari-
ous time points after aOPGL-1 administration were
screened for the presence of anti-drug antibodies (IgG
isotype) using an ELISA-based bridging assay. 96-well
microtiter plates (Maxisorp, Nunc, Article No. 430341) were
coated overnight at 4° C. with aOPGL-1 (at a concentration
of 5 pg/mL in PBS (Phosphate-buffered saline) buffer (10
PBS tablets (Ox0id//BR0014G) per liter MQ) (100 pl, per
well). Wells were aspirated and blocked for 30 min at room
temperature (RT) with 300 pl. SuperBlock®T20 (PBS)
(Pierce, Article No. 37516, Lot#JG121073). Afterwards
plates were washed 3 times with PBS/0.05% TWEEN20.
Plasma test samples were prepared in a low adhesion plate
(Nunc Article No. 249944) by a 1/2 dilution step in PBS/
0.1% casein. 100 pl/well samples were transferred to the
coated plate and allowed to bind for 1 h at RT while shaking
at 600 rpm. Negative control for each plate was PBS/0.1%
casein (buffer). The plates were washed 3 times with PBS/
0.05% TWEEN20. 100 uL of biotinylated cOPGL-1 at a
concentration of 1 pg/mL in PBS/0.1% casein was added per
well and plates were incubated for 30 min at RT while
shaking at 600 rpm. Afterwards plates were washed 3 times
with PBS/0.05% TWEEN20 and 100 pl streptavidin-HRP
(1/5000 in PBS/0.1%  casein, Dako; P0397;
Lotnr.00047645) was added per well and plates were incu-
bated for 30 min at RT while shaking at 600 rpm. Again,
plates were washed 3 times with PBS/0.05% TWEEN20 and
100 pl of the 3,3'.5,5'-tetramethylbenzidine substrate (ES
TMB (SDT-reagents) 1/3 diluted in substrate buffer (60%
100 mM Na,HPO,.2H,0, 40% citric acid, pH 4.3)) was
added per well. The colouring reaction was allowed to
proceed for 15 minutes at RT in the dark, after which the
reaction was stopped by adding 100 ul 1N HCl per well. The
absorbance was determined at 450 nm after a 10 seconds
shake in the Tecan ELISA reader, and corrected for back-
ground absorbance at 620 nm.

22.3 Determination of Serum NTX Levels

For determination of the serum NTx levels in the serum
of the Cynomolgus monkeys the Osteomark® NTx Serum
kit (Wampole Laboratories, Princeton, N.J., USA) was used
for the quantitative measure of cross-linked N-telopeptides
of type I collagen (NTx) in serum, being an indicator for
bone resorption.

This Osteomark® NTx Serum kit is a competitive-inhi-
bition enzyme-linked immunosorbent assay (ELISA) in
which a synthetic NTx epitope is adsorbed onto a 96-well
microplate. Diluted samples are added to the microplate
wells, followed by a horseradish peroxidase labeled mono-
clonal antibody. NTx in the sample competes with the NTx
epitope coated to the wells of the microplate. Following a
wash step, the amount of bound labeled antibody is mea-
sured by the colorimetric generation of a peroxide substrate.
Absorbance is determined spectrophotometrically and NTx
concentration calculated using a standard calibration curve
with purified NTx antigen. Assay values are reported in
nanomoles Bone Collagen Equivalents per liter (nM BCE).
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22.4. Data Analysis
22.4.1 Pharmacokinetic Data Analysis

Descriptive statistics (mean and SD) were calculated per
dose group and per sampling time point using Microsoft
Excel 2007. In case all three values were below the quan-
tification limit (BQL), BQL was reported. When one or two
out of three values were BQL, BQL values were set to zero
and the mean calculated.

Individual plasma concentration-time profiles were sub-
jected to non-compartmental analysis (NCA) (Model 201;
i.v. bolus injection) using WinNonlin Pro 5.1 (Pharsight
Corporation, USA; 2006). The area under the curve (AUC)
was estimated using the lin up/log down rule. LLOQ values
were treated as missing, except when comprised between
two values above the LLOQ, then they were set to zero. The
concentration at time zero (CO) was estimated through
back-calculation based on the two first data points. The
terminal elimination half-life (t'2) was calculated automati-
cally (best-fit) using a log-linear regression of the non-zero
concentration-time data of the log-linear portion of the
terminal phase. A minimum of three points were considered
for the determination of Az.

The following main pharmacokinetic parameters were
estimated: plasma concentration at time zero (CO); the area
under the plasma concentration-time curve extrapolated to
infinity (AUCin{), total body clearance (CL), volume of
distribution at steady-state (Vdss), and the dominant half-
life (t,,,).

22.4.2 Pharmacodynamic Data Analysis

Descriptive statistics (mean and SD) were calculated per
dose group and per sampling time point using Microsoft
Excel 2007.

Response parameters and associated statistics for the
overall time course were calculated by noncompartmental
analysis of the response-time data using WinNonlin Pro 5.1
(Pharsight Corporation, USA; 2006). The non-compartmen-
tal analysis was based on a model for pharmacodynamic
data (Model 220). As threshold value 30% readout was
considered. The following main pharmacodynamic param-
eters were determined: time below the threshold (Time
below T), area under the threshold (AUC below threshold),
time at which the serum NTx first drops below the threshold
(tonset), and time at which the serum NTx first returns back
above the threshold (toffset).

22.5 Results
22.5.1 Immunogenicity Evaluation

Immunogenicity was observed in all animals. However, in
combination with PK and PD data, only one animal from the
aOPGL-1 treated-animals displayed evident signs of immu-
nogenicity, which likely have impacted the PK/PD data.
This animal was therefore not considered in subsequent PK
and PD analyses.

22.5.2 Pharmacokinetics

In FIG. 24, the mean plasma concentration time profiles
of RANKIL.008a and aOPGL-1 following an single i.v. bolus
administration at 0.3 mg/kg (RANKLO0O08a) or 1 mg/kg
(aOPGL-1), respectively in the female Cynomolgus mon-
key are presented.

After i.v. injection of RANKI.008a, the plasma levels of
RANKI.008a dropped fairly rapidly up to about 1 day
post-dose, corresponding to the distribution phase of the
compound. Thereafter the drug levels dropped gradually
with two distinct elimination phases. The dominant half-life
was ca 8 days.

After i.v. injection of aOPGL-1, plasma concentrations of
aOPGL-1 also dropped quite rapidly up to about 1 day
post-dose, related to the distribution phase of the compound.
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After the distribution phase, aOPGL-1 levels dropped more
gradually with two distinct elimination phases. The half-life
of the dominant phase was ca 6 days.

In Table C-25 the main pharmacokinetic parameters of
RANKI.008a and aOPGL-1 following an single i.v. bolus
administration with RANKI.008a at 0.3 mg/kg or cOPGL-1
at 1 mg/kg in the female Cynomolgus monkey are listed.

22.5.3 Pharmacodynamics

In FIG. 25, the temporal time profiles of serum NTx
concentrations following a single i.v. bolus administration at
0.3 mg/kg (RANKLO008a) or 1 mg/kg (aOPGL-1) in the
female Cynomolgus monkey are shown.

The main pharmacodynamic parameters of RANKI.008a
and aOPGL-1 following a single iv. bolus dose of
RANKI.008a at 0.3 mg/kg or aOPGL-1 at 1 mg/kg in the
female Cynomolgus monkey are listed in Table C-26,

10
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Pharmacodynamic serum NTx sample analysis demon-
strated that animals treated with the RANKLO008a (0.3
mg/kg) or aOPGL-1 (1 mg/kg) displayed a rapid drop in
serum NTx levels (mean T onset of 0.143 and 0.125 d,
respectively in Table C-26). The maximum effect was
observed at 8 d post-dose for RANKIL008a and somewhat
later (11 d post-dose) after acOPGL-1 administration. (Tmin
values in Table C-26). After its maximum effect serum Ntx
levels slowly returned to baseline. The time below the
threshold (Time below T) was fairly comparable
(RANKLOO8a: 19 d; aOPGL-1: 17 d) after dosing with
RANKI008a (0.3 mg/kg 1V) and cOPGL-1 (1 mg/kg IV).
Animals administered with PBS also showed a small but
transient drop in serum NTx levels. This drop was however
never below the threshold value (30% of the baseline value)
and was rather procedure related than a true test-item related
effect.

Tables

TABLE B-1

Preferred Nanobodies against RANK-L

(inhibitors of RANK/RANK-L
interaction)

<Name, SEQ ID #;
Sequence

PRT

(protein) ;

->

>RANKL1 | 051 _RANKL1c125 | 9B1, SEQ ID NO: 560; PRT; -»
EVQLVESGGCGLVQAGGSLRLSCAVSGRTFSSSTMAWFRQPPGGERDFVASISTSGTRTLYADSVKGRFTISR
DNAKS TGYLQMNSLKPEDTAVYFCAAVNRRGWEFWRLASGYDYWGLGAQVTVS S

>RANKL2 | 051 _RANKL2¢15 | 2B9, SEQ ID NO: 561; PRT; ->
EVQLVESGGGLVQPGGSLRLSCAASGETFSS YYMSWVRQAPGKGLEWVSSIYSDGSTTDYADSVKGRFTISR
DNAKNTLNLOMNSLKS EDTAVYYCAKDANSGGLEYDYWGQGTQVTVSS

>RANKL3 | 051 _RANKL3cll | 2@8, SEQ ID NO: 562; PRT; ->
EVQLVESGGKLVQAGGSLRLSCAVSGRTS ST YNMAWFRQGPGKGRESVGRI YWSDDNTY YADSVKGRFTISR
DNATNTVYLOMNSLKPEDTAVYYCAGKTTKWSLEYDYWGQGTQVTVSS

>RANKL4 | 051 _RANKL4c123 | 4F12, SEQ ID NO: 563; PRT; -»
KVQLVESGGGLVQTGDSLRLSCAASGRAIGS YAMGWFRQAPGKEREFVAVINYRGSS LKYADRVKGRFTISR
DNAKNMVYLOMNSLKPDDTAVYYCAAQTSGADFGTTPQRY TYWGQGTQVTVSS

>RANKL5 | 051 _RANKL5¢110 | 4G8, SEQ ID NO: 564; PRT; -»
EVQLVESGGCGLVQAGGSLRLSCAASGRTIGGHTMAWFRQAPGKERDFVATITS SGSTIFYADSVKGRFTISR
DNGKKTMTLEMDSLKPEDTAVYYCAARTIRGKVTVDNFDYAYWGQGTQVTVSS

>RANKL6 | 051 _RANKL6c18 | 4H9, SEQ ID NO: 565; PRT; ->
EVQLVESGGGLMQTGGSLRLSCAASGV TY SYYTASWFRQAPGKEREFVAAT SPSGNTYYADSVKGRETISRD
NGKHTMYLQMNSLNPEDTAVYFCAIRATDSIYYASSYRHWGQGTQVTVSS

>RANKL7 | 051 _RANKL7¢113 | 7B4, SEQ ID NO: 566; PRT; -»
EVQLVESEGGPVQSGGSLRLSCAASGRTFSVSTIAWFRQAPGEGREFVAAT YPSGRNAYVADSVKGRFTISR
DNAKKTVYLOMNSLKPEDTAAYYCAAHQPSGSY YSAEAYAYWGQGTQUTVSS

>RANKLS | 051 _RANKL8c128 | 7E, SEQ ID NO: 567; PRT; ->
EVQLVESGGGSVQPGGSLRLSCAASGGTFSRYAMGWFRQAPGKEREFVSATISVGGTYQY YVDSVKGRFTISR
DNAES TVYLQMNSLKPEDTAVYYCAGDASPYGYLREY TATRFDYWGQGTQVTVSS

>RANKLS | 051 _RANKLO9c¢132 | 8All, SEQ ID NO: 568; PRT; -»
EVQLVESGGCGLVQAGGSLRLTCAASGRTFRS YAMGWFRQAPGKEREFVAAINY SGGS TNYADSVKGRFTISR
DNAKNTLYLOMNSLEPEDTAVYYCAAGSGYASLSYYSTERAY TYWGQGTQUTVSS

>RANKL10 | RANKLPMP9B3 | 9B3, SEQ ID NO: 569; PRT; ->
EVQLVESGGCGLVQAGGSLRLSCAASGI TFSSRTMGWFRQAPGKEREFVAAITPSSRTTY YADSVKGRFTISR
DNAKNTVLLOMNSLKPEDTAVYYCAAERTYGSNYTRPTAWNYWGQGTQVTVSS

>RANKL11 | 051 _RANKL11ecllé | 9F10, SEQ ID NO: 570; PRT; -»
EVQLVESGGSLVQAGGSLRLSCAASGRTFSSKTMGWFRQPPGNEREFVAAITPTSRTTY YADSVKGRFTISR
DNAKNTVSLOMNSLKFEDTAAYYCVAVRRYGSPPHDGSSYEYWGQGTQVTVSS

>RANKL12 | 051 _RANKL12e¢ll | 9B6, SEQ ID NO: 571; PRT; -»
EVQLVESGGGWMQAGGSLRLSCAASGRTF TMAWFRQAPGKEREFVAAT TGSGRSTYYTDSVKGRET I SRDNA
KNTAYLQMKSLKPEDTAVYYCAGLRGLGLEYDSAKSY SYWGQGTQVTVSS

>RANKL13 | 051 RANKL13ell | 1C7, SEQ ID NO: 572; PRT; -»
EVQLVESGGCGLVQAGGSLRLSCAASGRTFRS YPMGWFRQAPGKEREFVAS ITGSGGS TY YADSVKGRFTISR
DNAKNTVYLQMNSLRPEDTAVYSCAAY IRPDTYLSRD YRKYDYWGQGTQVTVS S
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TABLE B-1-continued

Preferred Nanobodies against RANK-L (inhibitors of RANK/RANK-L
interaction)

<Name, SEQ ID #; PRT (protein); -»>
Sequence

>RANKL14 | 051 RANKL14cl1l | 6B8, SEQ ID NO: 573; PRT; -»
EVQLVESGGGLVQAGGSLRLS CAASGRTSS YY TMSWFRQDPGKEREFVAAVPLSGNTY YADPVRGRETI SRD
NAKNTADLQMNSLKPED TAVYYCAARASGS IYNRGS YAYWGQGTQVTVSS

>RANKL15 | 051 _RANKL15¢1l | 7C5, SEQ ID NO: 574; PRT; -»
EVQLVESGGGLVQAGGSLRLS CAAAGGTFRNYVMGNFRQAPGKEREFVTAT STGGSWTGYVDSVKDRFTISR
DNTKNTVYLQMASLKPEDTAVYYCAATTPATTYLPRSERQYDYWGQGTQVTVSS

>RANKL15 | 051 _RANKL16c¢l1l | 7G8, SEQ ID NO: 575; PRT; -»
EVQLVESGGGLVQAGGSLRLSCVASRRTFS SYAMGWFRQVPGKERDFVAAT STGSI TIYGDSVKGRETISRD
NAKNTVYLQMNS LKPED TAVYYCAAGKREPYLRQYTASNPYDYWGQGTQVTVSS

>RANKL17 | 051 RANKL17¢1l | 9C2, SEQ ID NO: 576; PRT; -»
EVQLVESGGGLVQVGDSLRLS CEASGRSRFSTYVMGWFRQAPGKEREFVAAVSWS SGNAY YIDSAKGRFATS
RDTAKNIMYLQMNS LKPEDTAVY TCAAGRGYGLLSEYTQAPRYDYWGQGTQVTVSS

>RANKL18 | 051 _RANKL18c¢l1l | 7F11, SEQ ID NO: 577; PRT; -»
EVQLVESGGGLVQAGGSLRLS CAASGRTFSRSAMGWFRQAPGKEREFVGFI TGSGGTTYYGESVKGRFTISR
DNAQNPVYLOMNSLKPEDTAVYYCGVYRRTYISSTYSESSEYDYWGQGTQVTVSS

>RANKL19 | 051 _RANKL19¢1l | 6C8, SEQ ID NO: 578; PRT; -»
EVQLVESGGGLVQAGDSLRLS CAASGRTVTMGWFRQAPGKEREFVAS ITGSGSVTNYADSVKGRET I SRDNA
KNTVFLQMNSLKPEDTAVYYCAAYLPSPYYSSYYDS TKYEYWGQGTQVTVSS

>RANKL20 | 051 RANKL20c1l | 2F4, SEQ ID NO: 579; PRT; -»
EVQLVESGGGLVQAGDSLRLS CAASGRTFTMGWFRQAPGTEREFVAATSGSGKITNYADSVKGRET I SRDHA
KNTVFLQMDSLKPEDTAVYYCAGYLRSPYYSSFYDSAKYEYWGQGTQVTVSS

>RANKL21 | 051 RANKL21cll | 7C6, SEQ ID NO: 580; PRT; -»
EVQLVESGGGLVQAGGSLRLSCVASRRTENS Y AVGWFRQVPGEERDFVAAT STGSVTIYADSVKGRETISRD
NAKNTVYLQMNSLKPED TAVYYCAAGNREPYLRQYTASNPYDYWGQGTQVTVSS

>RANKL22 | 051 _RANKL22¢12 | 7D12, SEQ ID NO: 581; PRT; -»
EVQLVESGGGLMQTGGSLRLS CAASERTSRNY GMGWFRQAPGKEREFVAAT TSAGGTTYYGDFVKGRFTISR
DSAKYTVYLOMNSLKPEDTAV YWCAAKLQI GGRWHNLNDYGYRGQGTQVTVSS

>RANKL23 | 051 _RANKL23c¢ll | 9H5, SEQ ID NO: 582; PRT; -»
EVQLVESGGGLVQAGGSLRLS CAASGLTTV Y TMAWFRQAPGKEREFVAAT TRSGKTTY YADSVKGRETI SRD
NAKNTVNLQMNS LKPDD TAVY YCAAKALLGMTNPAGYEYWGQETQVTVSS

>RANKLPMP4B3, SEQ ID NO: 584; PRT; ->
evglvesgggwmgaggslrlscaasgrtftMAwfrgasgkerefvaAITGSGRSTYYTDSVKGrftisrdna
kntaylgmkslkpedtavyycagLRGLGLEYDSAKSYSYwgqgtgvtvss

>RANKLPMP2E11, SEQ ID NO: 585; PRT; ->
EVXLVESGGGLVQAGGSLRLSCAASGRTFRS Y PMGNFRQAPGKEREFVAST TGSGGSTYYADSVKGRFTISR
DNAKNTVYLQMNSLRPEDTAVYSCAAY IRPDTYLSRDYRKYDYWGQGTQVTVSS

>RANKLPMP2A6, SEQ ID NO: 586; PRT; ->
evglvesggglvgaggslrlscaasgltssRYTMSwirgdpgkerefvaAVPLSGNTYYADPVRGrftisrd
nakntvdlgmnslkpedtavyycaaRASGSIFNRGSYAYwgqgtgvtvss

>RANKLPMP1F2, SEQ ID NO: 587; PRT; ->
evglvesggglvpaggslrlscaasgltdrRYTMSwirgdpgkerefvaAVPLSGNTYYADPVRGrftisrd
nakntvdlgmnslkpedtavyycaaRASGSIFNRGSYAYwgqgtgvtvss

>RANKLPMP2D4, SEQ ID NO: 588; PRT; ->
evglvesggglvpaggslrlscaasgltdrRYTMSwirgdpgkerefvaAVPLSGNTYYADPVGSrftisrd
nakntvdlgmnslkpedtavyycaaRASGSIFNRGSYAYwgqgtgvtvss

>RANKLPMP7B2, SEQ ID NO: 589; PRT; ->
evglvesggglvgaggslrlscaaaggt frNYVMGwirgapgkeref vt AISTGGSWTGYVDSVKDrftisr
dntkntvylgmaslkpedtavyycaaTMPATTYLPRSERQYDYwgggtgvtvss
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TABLE B-1-continued

Preferred Nanobodies against RANK-L (inhibitors of RANK/RANK-L
interaction)

<Name, SEQ ID #; PRT (protein); -»>
Sequence

>RANKLPMP7A11, SEQ ID NO: 590; PRT; ->
evglvesggglvgaggsltlscaaagftfrRYVMGwirgapgkerefvaAI STGGTWTGYVDSVKDrftisr
dntkntvylgmaslkpedtavyncaaTTPTTSYLPRSERQYEYwgggtgvtvss

>RANKLPMP7F1, SEQ ID NO: 591; PRT; ->
evglvesggglvgaggslrlscaaagctfrNYVMGwirgapgkeref vt AISTGGTWTSYVDSVKDrftisr
dntkntvnlgmaslkpedtavyycaaTTPTTSYLPRSERQYEYwgggtgvtvss

>RANKLPMP7H5, SEQ ID NO: 592; PRT; ->
evglvesggglvgaggslrlscaaaggt frNYVMGwirgapgkerefvaAI STGGSWTGYVDSVKDrftisr
dntkntvylgmvslkpedtavyycaaTTPATTYLPRSERQYDYwgqggtgvtvss

>RANKLPMP7E7, SEQ ID NO: 593; PRT; ->
evglvesggglvgaggslrlscaaaggt frNYVMGwirgapgkeref vt AISAGGSWTGYVDSVKDrftisr
dntkntvylgmaslkpedtavyycaaTTPATTYLPRSERQYDYwgggtgvtvss

>RANKLPMP7E2, SEQ ID NO: 594; PRT; ->
evglvesggglvgaggslrlscaaagytfrAYVMGwirgapgkerefvaGISTGGTWTGYVDSVKDrftisr
dntkntvylgmaslkpedtavyycaaTTPVTSYLPRSERQYEHwgggtgvtvss

>RANKLPMP3H10, SEQ ID NO: 595; PRT; ->
evglvesggglvgsggslrlscaaagyt frARAYVMGwErgapgkerefvaAI STGGTWTGYVDSVKDrfti
srdntkntmylgmaslkpedtavyycaaTTPSTSYLPRSERQYEYwgggtgvtvss

>RANKLPMP7F9, SEQ ID NO: 596; PRT; ->
evglvesggglvgaggslrlscvasrrtfsSYAMGwErgvpgkerdfvaAISTGSITIYGDSVKGrftisrd
nakntvylgmnslkpedtavyycaaGKREPYLRQYTASNPYDYwgqggtgvtvss

>RANKLPMP7E6, SEQ ID NO: 597; PRT; ->
evglvesggglvgaggslrlscvaskrtfaSYAMGwirgvpgkerdfvaAITTGSITIYADSVKGrfaisrd
nakntvylgmnslkpedtavyycaaGNREPYLRQYTASNPYDYwgggtgvtvss

>RANKLPMP4F4, SEQ ID NO: 598; PRT; ->
evglvesggglvgvgdslrlsceasgrsrfSTYVMGwErgapgkerefvaAVSWSSGNAYYIDSAKGrfats
rdtaknimylgmnslkpedtavytcaaGRGYGLLSEYTQAPRYDYwgggtgvtvss

>RANKLPMP7B11, SEQ ID NO: 599; PRT; ->
evglvesggglvgvgdslrlsceasgrsrfSTYVMGwErgapgkerefvaAISWSSGNAYY1DSAKGrfats
rdtaknimylgmnslkpedtavyscaaGRGYGLLSEY1QAARYDYwgggtgvtvss

>RANKLPMP9H9, SEQ ID NO: 600; PRT; ->
evglvesggglvgaggslrlscaasgrtfsRSAMGwirgapgkerefvgFITGSGGTTYYGESVKGrftisr
dnagnpvylgmnslkpedtavyycgvYRRTYISSTYSESSEYDYwgggtgvtvss

>RANKLPMP9G3, SEQ ID NO: 601; PRT; ->
evglvesggglvgaggslrlscaasgrtfsRSAMGwirgapgkerefvgFITGSGGTTYYGESVKGrftisr
dnagnpvylgmnslkpedtavyycavYRRTYISSTYNESSEYDYwgggtgvtvss

>RANKLPMP9E3, SEQ ID NO: 602; PRT; ->
evglvesggglvgaggslrlscaasgrtfsRSAMGwirgapgkerefvgFITGSGGTTYYGESVKGrftisr
dnagnpvylgmnslkpedtavyycgvYRRTYISSTYSESSEYDYwgggtgvtvss

>RANKLPMP7H9, SEQ ID NO: 603; PRT; ->
evglvesggglvgaggslrlscaasgrtfsRSAMGwirgapgkerefvgFITGSGGTTYYGESVKGrftisr
dnagnpvylgmnslkpedtavyycgvYRRTYISITYSESSDYDYwgggtgvtvss

>RANKLPMP4C3, SEQ ID NO: 604; PRT; ->
evglvesggglvgaggslrlscaasgrtfsISAMGwirgapgkerefveFITGSGGTTYYGESVKGrftisr
dnagnpvylgmnslkpedtavyycgvYRRTYISSTYSESSEYDYwgggtgvtvss

>RANKLPMP9G6, SEQ ID NO: 605; PRT; ->
evglvesggglvgaggslrlscaasgrtfsRSAMGwirgapgkerefvgFITGSGGTTYYGESVKGrftisr
dnagnpvylgmnslkpedtavyycgvYRRTYISSTYSESSEYDYwgggtgvtvss
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TABLE B-1-continued

Preferred Nanobodies against RANK-L (inhibitors of RANK/RANK-L
interaction)

<Name, SEQ ID #; PRT (protein); -»>
Sequence

>RANKLPMP7B12, SEQ ID NO: 606; PRT; ->
evglvesggglvgaggslrlscaasgrtfsRSAMGwirgapgkerefvgFITGSGGTTYYGESVKGrftisr
dnagnpvylgmnslkpedtavyycgvYRRTYISSTYSESSEYDYwgggtgvtvss

>RANKLPMP7G3, SEQ ID NO: 607; PRT; ->
evglvesggglvgaggslrlscaasgrtfsRSAMGwirgapgkerefvgFITGSGGTTYYGESVKGrftisr
dnagnpvylgmnslkpedtavyycavYRRTYISSTYNESSEYDYwgggtgvtvss

>RANKLPMP9C12, SEQ ID NO: 608; PRT; ->
evglvesggglvgaggslrlscaasgrtfsRSAMGwirgapgkerefvgFITGSGGTTYYGESVKGrftisr
dnagnpvylgmnslkpedtavyycgvYRRTYISSTYSESSEYDYwgggtgvtvss

>RANKLPMP1D8, SEQ ID NO: 609; PRT; ->
evglvesggglvgagdslrlscaasgriftMGwfrgapgkerefvaAISGSGSITNYADSVKGrftisrdya
kttvilgmnslkpedtavyycaaYVRTPYYSSYYDSTKYEYwgqgtgvtvss

>RANKLPMP1A2, SEQ ID NO: 610; PRT; ->
evglvesggglvgagdslrlscaasgrtftMGwirgapgkerefvaFISGSGSVTINYTDSVKGrftisrdha
kntvflgmnslkpedtavyycaaYLRGPYYSSFYDSTKYEYwgqgtgvtvss

>RANKLPMP1E5, SEQ ID NO: 611; PRT; ->
evglvesggglvgagdslrlscaasgrtftMGwirrapgterefvaSISGSGKITNYADSVKGrftisrdha
knavflgmdglkpedtavyycaaYLRSPYYSSYYDSAKYEYwgqgtqgvtvss

>RANKLPMP2B8, SEQ ID NO: 612; PRT; ->
evglvesgggsvgagdslrlscaasgrtftMGwirgapgterefvaAISGSGKITNYADSVKGrftisrdha
mntvilgmdslkpedtavyycaaYLRSPYYSSYYDSAKYEYwgggtgvtvss

>RANKLPMP2C5, SEQ ID NO: 613; PRT; ->
evglvesggglvgagdslrlscaasgrtftMGwirgapgterefvaAISGSGKITNYADSVKGrftisrdha
kntvflgmdslkpedtavyycaaYLRSPYYSSYYDSAKYEYwgqgtgvtvss

>RANKLPMP2B4, SEQ ID NO: 614; PRT; ->
evglvesggglvgagdslrlscaasgrtftMGwirgapgterefvaAISGSGKITNYADSVKGrftisrdha
kntvflgmdslkpedtavyycaaYLRSPYYSSYYDSAKYEYwgqgtgvtvss

>RANKLPMP2A5, SEQ ID NO: 615; PRT; ->
evglvesggglvgagdslrlscaasgrtftMGwirgapgterefvaAISGSGKITNYADSVKGrftisrdha
kntvflgmdslkpedtavyycaaYLRSPYYSSYYDSAKYEYwgqgtgvtvss

>RANKLPMP2D7, SEQ ID NO: 616; PRT; ->
evglvesggglvgagdslrlscaasgrtftMGwirgapgterefvaAISGSGKITNYADSVKGrftisrdha
kntvflgmdslkpedtavyycaaYLRSPYYSSYYDSAKYEYwgqgtgvtvss

>RANKLPMP2G4, SEQ ID NO: 617; PRT; ->
evglvesggglvgagdslrlscaasgrtftMGwirgapgterefvaAISGSGKITNYADSVKGrftisrdha
kntvflgmdslkpedtavyycaaYLRSPYYSSYYDSAKYEYwgqgtgvtvss

>RANKLPMP7A8, SEQ ID NO: 618; PRT; ->
emglvesggglvgaggslrlscvaskrtfaSYAMGwirgvpgkerdfvaAISTHSITVYADSVKGrftisrd
nakntvylgmnt lkpedtavyycaaGNREPYLRQY1ASNPYDYwgggtgvtvss

>RANKLPMP7A5, SEQ ID NO: 619; PRT; ->
evglvesggglvgtggslrlscvasrrtfsSYAVGwErgvpgkerdfvaAISTGSVTIYADSVKGrftisrd
ntkntvylgmnslkpedtavyycaaGNREPYLRQYTASNPYDYwgggtgvtvss

>RANKLPMP7F8, SEQ ID NO: 620; PRT; ->
EVQLVESGGGLVQAGGSLRLS CAAAGGTFRNYVMGNFRQAPGKEREFVTAT STGGSWTGYVDSVKDRFTISR
DNTKNTVYLHMASLKPEDTAVYYCAATTPVTTYLPRSERQYDYWGQGTQVTVSS

>RANKLPMP7F6, SEQ ID NO: 621; PRT; ->
EVQLVESGGGLVQAGDSLRLS CAAAGF TFRRYVMGNFRQAPGKEREFVAAT STGGTWTGYVDSVKDRFTISR
DNTKNTVYLQMASLKPEDTAVYNCAATTPTTS YLPRSERQYEYWGQGTQVTVSS
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TABLE B-2
Preferred NANOBODIES against RANK-L (non-inhibitors of RANK/RANK-L
interaction)
<Name, SEQ ID #; PRT (protein); -»>

Sequence

>RANKL3D4 | 051 RANKL3D4cl2 | 3D4, SEQ ID NO: 583; PRT; -»
EVQLVEAGGGLVQAGDSLRLS CAASGRTIRGTMAWFRQAPGKDREFVATVTSSGS TTFYADSVKGRETI SRD
NAENTVNLQMDSLKPED TAVYYCAARIRGKVTPSNYDYAYWGQGTQVTVSS

TABLE B-3

Bivalent NANOBODIES against RANK-L

<Name, SEQ ID #; PRT (protein); -»>
Sequence

>RANKL3-9GS-RANKL3, SEQ ID NO: 622; PRT; ->
EVQLVESGGKLVQAGGSLRLSCAVSGRTSS IYNMAWFRQGPGKGRESVGRIYWSDDNTYYADSVKGRFTISR
DNATNTVYLQMNSLKPEDTAVYYCAGKTTKWSLEYDYWGQGTQVTVSSGGGGSGGGSEVQLVESGGKLVQAG
GSLRLSCAVSGRTSSIYNMAWFRQGPGKGRESVGRIYWSDDNTYYADSVKGRFTISRDNATNTVYLQMNSLK
PEDTAVYYCAGKTTKWSLEYDYWGQGTQVTVSS

>RANKL3-9GS-RANKL6, SEQ ID NO: 623; PRT; ->
EVQLVESGGKLVQAGGSLRLSCAVSGRTSS IYNMAWFRQGPGKGRESVGRIYWSDDNTYYADSVKGRFTISR
DNATNTVYLQMNSLKPEDTAVYYCAGKTTKWSLEYDYWGQGTQVTVSSGGGGSGGGSEVQLVESGGGLMQTG
GSLRLSCAASGVTYSYYTASWFRQAPGKEREFVAAISPSGNTYYADSVKGRFTISRDNGKHTMYLOMNSLNP
EDTAVYFCAIRATDSIYYASSYRHWGQGTQVTVSS

>RANKL3-9GS-RANKLY9, SEQ ID NO: 624; PRT; ->
EVQLVESGGKLVQAGGSLRLSCAVSGRTSS IYNMAWFRQGPGKGRESVGRIYWSDDNTYYADSVKGRFTISR
DNATNTVYLQMNSLKPEDTAVYYCAGKTTKWSLEYDYWGQGTQVTVSSGGGGSGGGSEVQLVESGGGLVQAG
GSLRLTCAASGRTFRSYAMGWFRQAPGKEREFVAAINY SGGSTNYADSVKGRFTISRDNAKNTLYLQMNSLE
PEDTAVYYCAAGSGYASLSYYSTERAYTYWGQGTQVTVSS

>RANKL3-9GS-RANKL13, SEQ ID NO: 625; PRT; ->
EVQLVESGGKLVQAGGSLRLSCAVSGRTSS IYNMAWFRQGPGKGRESVGRIYWSDDNTYYADSVKGRFTISR
DNATNTVYLQMNSLKPEDTAVYYCAGKTTKWSLEYDYWGQGTQVTVSSGGGGSGGGSEVQLVESGGGLVQAG
GSLRLSCAASGRTFRSYPMGWFRQAPGKEREFVASITGSGGSTYYADSVKGRFTISRDNAKNTVYLQMNSLR
PEDTAVYSCAAYIRPDTYLSRDYRKYDYWGQGTQVTVSS

>RANKL3-9GS-RANKL15, SEQ ID NO: 626; PRT; ->
EVQLVESGGKLVQAGGSLRLSCAVSGRTSS IYNMAWFRQGPGKGRESVGRIYWSDDNTYYADSVKGRFTISR
DNATNTVYLQMNSLKPEDTAVYYCAGKTTKWSLEYDYWGQGTQVTVSSGGGGSGGGSEVQLVESGGGLVQAG
GSLRLSCAAAGGTFRNYVMGWFRQAPGKEREFVTAI STGGSWTGYVDSVKDRFTISRDNTKNTVYLQMASLK
PEDTAVYYCAATTPATTYLPRSERQYDYWSQSTQVTVSS

>RANKL3-9GS-RANKL18, SEQ ID NO: 627; PRT; ->
EVQLVESGGKLVQAGGSLRLSCAVSGRTSS IYNMAWFRQGPGKGRESVGRIYWSDDNTYYADSVKGRFTISR
DNATNTVYLQMNSLKPEDTAVYYCAGKTTKWSLEYDYWGQGTQVTVSSGGGGSGGGSEVQLVESGGGLVQAG
GSLRLSCAASGRTFSRSAMGWFRQAPGKEREFVGFITGSGGTTYYGESVKGRFTISRDNAQNPVYLQMNSLK
PEDTAVYYCGVYRRTYISSTYSESSEYDYWGQGTQVTVSS

>RANKL6-9GS-RANKL3, SEQ ID NO: 628; PRT; ->
EVQLVESGGGLMQTGGSLRLSCAASGVTYSYYTASWFRQAPGKEREFVAAISPSGNTYYADSVKGRFTISRD
NGKHTMYLQMNSLNPEDTAVYFCAIRATDSIYYASSYRHWGQGTQVTVS SGGGGSGGGSEVQLVESGGKLVQ
AGGSLRLSCAVSGRTSSIYNMAWFRQGPGKGRESVGRIYWSDDNTYYADSVKGRFTISRDNATNTVYLQMNS
LKPEDTAVYYCAGKTTKWSLEYDYWGQGTQVTVSS

>RANKL6-9GS-RANKL6, SEQ ID NO: 629; PRT; ->
EVQLVESGGGLMQTGGSLRLSCAASGVTYSYYTASWFRQAPGKEREFVAAISPSGNTYYADSVKGRFTISRD
NGKHTMYLQMNSLNPEDTAVYFCAIRATDSIYYASSYRHWGQGTQVTVS SGGGGSGGGSEVQLVESGGGLMQ
TGGSLRLSCAASGVTYSYYTASWFRQAPGKEREFVAAISPSGNTYYADSVKGRFTISRDNGKHTMYLQMNSL
NPEDTAVYFCAIRATDSIYYASSYRHWGQGTQVTVSS

>RANKL6-9GS-RANKLY9, SEQ ID NO: 630; PRT; ->
EVQLVESGGGLMQTGGSLRLSCAASGVTYSYYTASWFRQAPGKEREFVAAISPSGNTYYADSVKGRFTISRD
NGKHTMYLQMNSLNPEDTAVYFCAIRATDSIYYASSYRHWGQGTQVTVS SGGGGSGGGSEVQLVESGGGLVQ
AGGSLRLTCAASGRTFRSYAMGWFRQAPGKEREFVAAINY SGGGTNYADSVKGRFTISRDNAKNTLYLQMNS
LEPEDTAVYYCAAGSGYASLSYYSTERAYTYWGQGTQVTVSS

>RANKL6-9GS-RANKL13, SEQ ID NO: 631; PRT; ->
EVQLVESGGGLMQTGGSLRLSCAASGVTYSYYTASWFRQAPGKEREFVAAISPSGNTYYADSVKGRFTISRD
NGKHTMYLQMNSLNPEDTAVYFCAIRATDSIYYASSYRHWGQGTQVTVS SGGGGSGGGSEVQLVESGGGLVQ
AGGSLRLSCAASGRTFRSYPMGWFRQAPGKEREFVASITGSGGSTYYADSVKGRFTISRDNAKNTVYLQMNS
LRPEDTAVYSCAAYIRPDTYLSRDYRKYDYWGQGTQVTVSS
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>RANKL6-9GS-RANKL15, SEQ ID NO: 632; PRT; ->
EVQLVESGGGLMQTGGSLRLSCAASGVTYSYYTASWFRQAPGKEREFVAAISPSGNTYYADSVKGRFTISRD
NGKHTMYLQMNSLNPEDTAVYFCAIRATDSIYYASSYRHWGQGTQVTVS SGGGGSGGGSEVQLVESGGGLVQ
AGGSLRLSCAAAGGTFRNYVMGWFRQAPGKEREFVTAI STGGSWTGYVDSVKDRFTISRDNTKNTVYLQMAS
LKPEDTAVYYCAATTPATTYLPRSERQYDYWGQGTQVTVSS

>RANKL6-9GS-RANKL18, SEQ ID NO: 633; PRT; ->
EVQLVESGGGLMQTGGSLRLSCAASGVTYSYYTASWFRQAPGKEREFVAAISPSGNTYYADSVKGRFTISRD
NGKHTMYLQMNSLNPEDTAVYFCAIRATDSIYYASSYRHWGQGTQVTVS SGGGGSGGGSEVQLVESGGGLVQ
AGGSLRLSCAASGRTFSRSAMGWFRQAPGKEREFVGFITGSGGTTYYGESVKGRFTISRDNAQNPVYLQMNS
LKPEDTAVYYCGVYRRTYISSTYSESSEYDYWGQGTQVTVSS

>RANKLO-9GS-RANKL3, SEQ ID NO: 634; PRT; ->
EVQLVESGGGLVQAGGSLRLTCAASGRTFRSYAMGWFRQAPGKEREFVAAINY SGGSTNYADSVKGRFTISR
DNAKNTLYLOQMNSLEPEDTAVYYCAAGSGYASLSYYSTERAYTYWGQGTQVTVSSGGGGSGGGS
EVQLVESGGKLVQAGGSLRLSCAVSGRTSSIYNMAWFRQGPGKSRESVGRIYWSDDNTYYADSVKGRFTISR
DNATNTVYLQMNSLKPEDTAVYYCAGKTTKWSLEYDYWGQGTQVTVSS

>RANKLO-9GS-RANKL6, SEQ ID NO: 635; PRT; ->
EVQLVESGGGLVQAGGSLRLTCAASGRTFRSYAMGWFRQAPGKEREFVAAINY SGGSTNYADSVKGRFTISR
DNAKNTLYLQMNSLEPEDTAVYYCAAGSGYASLSYYSTERAYTYWGQGTQVTVSSGGGGSGGGSEVQLVESG
GGLMQTGGSLRLSCAASGVTYSYYTASWFRQAPGKEREFVAAISPSGNTYYADSVKGRFTISRDNGKHTMYL
QOMNSLNPEDTAVYFCAIRATDSIYYASSYRHWGQGTQVTVSS

>RANKL91biv | RANKL9-9GS-RANKLY9, SEQ ID NO: 636; PRT; ->
EVQLVESGGGLVQAGGSLRLTCAASGRTFRSYAMGWFRQAPGKEREFVAAINY SGGSTNYADSVKGRFTISR
DNAKNTLYLQMNSLEPEDTAVYYCAAGSGYASLSYYSTERAYTYWGQGTQVTVSSGGGGSGGGSEVQLVESG
GGLVQAGGSLRLTCAASGRTFRSYAMGWFRQAPGKEREFVAAINY SGGS TNYADSVKGRFTISRDNAKNTLY
LOMNSLEPEDTAVYYCAAGSGYASLSYYSTERAYTYWGQGTQVTVSS

>RANKLO-9GS-RANKL13, SEQ ID NO: 637; PRT; ->
EVQLVESGGGLVQAGGSLRLTCAASGRTFRSYAMGWFRQAPGKEREFVAAINY SGGSTNYADSVKGRFTISR
DNAKNTLYLQMNSLEPEDTAVYYCAAGSGYASLSYYSTERAYTYWGQGTQVTVSSGGGGSGGGSEVQLVESG
GGLVQAGGSLRLSCAASGRTFRSYPMGWFRQAPGKEREFVASITGSGGS TYYADSVKGRFTISRDNAKNTVY
LOMNSLRPEDTAVYSCAAYIRPDTYLSRDYRKYDYWGQGTQVTVSS

>RANKLO-9GS-RANKL15, SEQ ID NO: 638; PRT; ->
EVQLVESGGGLVQAGGSLRLTCAASGRTFRSYAMGWFRQAPGKEREFVAAINY SGGSTNYADSVKGRFTISR
DNAKNTLYLQMNSLEPEDTAVYYCAAGSGYASLSYYSTERAYTYWGQGTQVTVSSGGGGSGGGSEVQLVESG
GGLVQAGGSLRLSCAAAGGTFRNYVMGWFRQAPGKEREFVTAISTGGSWTGYVDSVKDRFTISRDNTKNTVY
LOMASLKPEDTAVYYCAATTPATTYLPRSERQYDYWGQGTQVTVSS

>RANKLO-9GS-RANKL18, SEQ ID NO: 639; PRT; ->
EVQLVESGGGLVQAGGSLRLTCAASGRTFRSYAMGWFRQAPGKEREFVAAINY SGGSTNYADSVKGRFTISR
DNAKNTLYLQMNSLEPEDTAVYYCAAGSGYASLSYYSTERAYTYWGQGTQVTVSSGGGGSGGGSEVQLVESG
GGLVQAGGSLRLSCAASGRTFSRSAMGWFRQAPGKEREFVSFITGSGGTTYYGESVKGRFTI SRDNAQNPVY
LOMNSLKPEDTAVYYCGVYRRTYISSTYSESSEYDYWGQGTQVTVSS

>RANKL13-9GS-RANKL3, SEQ ID NO: 640; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAASGRTFRSYPMGWFRQAPGKEREFVASITGSGGSTYYADSVKGRFTISR
DNAKNTVYLQMNSLRPEDTAVYSCAAYIRPDTYLSRDYRKYDYWGQGTQVTVSSGGGGSGGGSEVQLVESGG
KLVQAGGSLRLSCAVSGRTSS IYNMAWFRQGPGKGRESVGRIYWSDDNTYYADSVKGRFTISRDNATNTVYL
OMNSLKPEDTAVYYCAGKTTKWSLEYDYWGQGTQVTVSS

>RANKL13-9GS-RANKL6, SEQ ID NO: 641; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAASGRTFRSYPMGWFRQAPGKEREFVASITGSGGSTYYADSVKGRFTISR
DNAKNTVYLQMNSLRPEDTAVYSCAAYIRPDTYLSRDYRKYDYWGQGTQVTVSSGGGGSGGGSEVQLVESGG
GLMQTGGSLRLSCAASGVTYSYYTASWFRQAPGKEREFVAATISPSGNTYYADSVKGRFTISRDNGKHTMYLQ
MNSLNPEDTAVYFCAIRATDSIYYASSYRHWGQGTQVTVSS

>RANKL13-9GS-RANKLYS, SEQ ID NO: 642; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAASGRTFRSYPMGWFRQAPGKEREFVASITGSGGSTYYADSVKGRFTISR
DNAKNTVYLQMNSLRPEDTAVYSCAAYIRPDTYLSRDYRKYDYWGQGTQVTVSSGGGGSGGGSEVQLVESGG
GLVQAGGSLRLTCAASGRTFRSYAMGWFRQAPGKEREFVAAINYSGGSTNYADSVKGRFTISRDNAKNTLYL
OMNSLEPEDTAVYYCAAGSGYASLSYYSTERAYTYWGQGTQVTVSS

>RANKL131 | RANKL13-9GS-RANKL13, SEQ ID NO: 643; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAASGRTFRSYPMGWFRQAPGKEREFVASITGSGGSTYYADSVKGRFTISR
DNAKNTVYLQMNSLRPEDTAVYSCAAYIRPDTYLSRDYRKYDYWGQGTQVTVSSGGGGSGGGSEVQLVESGG
GLVQAGGSLRLSCAASGRTFRSYPMGWFRQAPGKEREFVASITGSGGSTYYADSVKGRFTISRDNAKNTVYL
QOMNSLRPEDTAVYSCAAYIRPDTYLSRDYRKYDYWGQGTQVTVSS

>RANKL13-9GS-RANKL15, SEQ ID NO: 644; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAASGRTFRSYPMGWFRQAPGKEREFVASITGSGGSTYYADSVKGRFTISR
DNAKNTVYLQMNSLRPEDTAVYSCAAYIRPDTYLSRDYRKYDYWGQGTQVTVSSGGGGSGGGSEVQLVESGG
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GLVQAGGSLRLSCAAAGGTFRNYVMGWFRQAPGKEREFVTAISTGGSWTGYVDSVKDRFTISRDNTKNTVYL
OMASLKPEDTAVYYCAATTPATTYLPRSERQYDYWGQGTQVTVSS

>RANKL13-9GS-RANKL18, SEQ ID NO: 645; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAASGRTFRSYPMGWFRQAPGKEREFVASITGSGGSTYYADSVKGRFTISR
DNAKNTVYLQMNSLRPEDTAVYSCAAYIRPDTYLSRDYRKYDYWGQGTQVTVSSGGGGSGGGSEVQLVESGG
GLVQAGGSLRLSCAASGRTFSRSAMGWFRQAPGKEREFVGFITGSGGTTYYGESVKGRFTISRDNAQNPVYL
OMNSLKPEDTAVYYCGVYRRTYISSTYSESSEYDYWGQGTQVTVSS

>RANKL15-9GS-RANKL3, SEQ ID NO: 646; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAAAGGTFRNYVMGWFRQAPGKEREFVTAI STGGSWTGYVDSVKDRFTISR
DNTKNTVYLQMASLKPEDTAVYYCAATTPATTYLPRSERQYDYWGQGTQVTVSSGGGGSGGGSEVQLVESGG
KLVQAGGSLRLSCAVSGRTSS IYNMAWFRQGPGKGRESVGRIYWSDDNTYYADSVKGRFTISRDNATNTVYL
OMNSLKPEDTAVYYCAGKTTKWSLEYDYWGQGTQVTVSS

>RANKL15-9GS-RANKL6, SEQ ID NO: 647; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAAAGGTFRNYVMGWFRQAPGKEREFVTAI STGGSWTSYVDSVKDRFTISR
DNTKNTVYLQMASLKPEDTAVYYCAATTPATTYLPRSERQYDYWGQGTQVTVSSGGGGSGGGSEVQLVESGG
SLMQTGGSLRLSCAASGVTYSYYTASWFRQAPGKEREFVAAISPSGNTYYADSVKGRFTI SRDNGKHTMYLQ
MNSLNPEDTAVYFCAIRATDSIYYASSYRHWGQGTQVTVSS

>RANKL15-9GS-RANKLYS, SEQ ID NO: 648; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAAAGGTFRNYVMGWFRQAPGKEREFVTAI STGGSWTGYVDSVKDRFTISR
DNTKNTVYLQMASLKPEDTAVYYCAATTPATTYLPRSERQYDYWGQGTQVTVSSGGGGSGGGSEVQLVESGG
GLVQAGGSLRLTCAASGRTFRSYAMGWFRQAPGKEREFVAAINYSGGSTNYADSVKGRFTISRDNAKNTLYL
OMNSLEPEDTAVYYCAAGSGYASLSYYSTERAYTYWGQGTQVTVSS

>RANKL15-9GS-RANKL13, SEQ ID NO: 649; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAAAGGTFRNYVMGWFRQAPGKEREFVTAI STGGSWTGYVDSVKDRFTISR
DNTKNTVYLQMASLKPEDTAVYYCAATTPATTYLPRSERQYDYWGQGTQVTVSSGGGGSGGGSEVQLVESGG
GLVQAGGSLRLSCAASGRTFRSYPMGWFRQAPGKEREFVASITGSGGSTYYADSVKGRFTISRDNAKNTVYL
QOMNSLRPEDTAVYSCAAYIRPDTYLSRDYRKYDYWGQGTQVTVSS

>RANKL15-9GS-RANKL15, SEQ ID NO: 650; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAAAGGTFRNYVMGWFRQAPGKEREFVTAI STGGSWTGYVDSVKDRFTISR
DNTKNTVYLQMASLKPEDTAVYYCAATTPATTYLPRSERQYDYWGQGTQVTVSSGGGGSGGGSEVQLVESGG
GLVQAGGSLRLSCAAAGGTFRNYVMGWFRQAPGKEREFVTAISTGGSWTGYVDSVKDRFTISRDNTKNTVYL
OMASLKPEDTAVYYCAATTPATTYLPRSERQYDYWGQGTQVTVSS

>RANKL15-9GS-RANKL18, SEQ ID NO: 651; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAAAGGTFRNYVMGWFRQAPGKEREFVTAI STGGSWTGYVDSVKDRFTISR
DNTKNTVYLQMASLKPEDTAVYYCAATTPATTYLPRSERQYDYWGQGTQVTVSSGGGGSGGGSEVQLVESGG
GLVQAGGSLRLSCAASGRTFSRSAMGWFRQAPGKEREFVGFITGSGGTTYYGESVKGRFTISRDNAQNPVYL
OMNSLKPEDTAVYYCGVYRRTYISSTYSESSEYDYWGQGTQVTVSS

>RANKL18-9GS-RANKL3, SEQ ID NO: 652; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAASGRTFSRSAMGWFRQAPGKEREFVGFITGSGGTTYYGESVKGRFTISR
DNAQNPVYLQMNSLKPEDTAVYYCGVYRRTYISSTYSESSEYDYWGQGTQVTVSSGGGGSGGGSEVQLVESG
GKLVQAGGSLRLSCAVSGRTSSIYNMAWFRQGPGKGRESVGRIYWSDDNTYYADSVKGRFTISRDNATNTVY
LOMNSLKPEDTAVYYCAGKTTKWSLEYDYWGQGTQVTVSS

>RANKL18-9GS-RANKL6, SEQ ID NO: 653; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAASGRTFSRSAMGWFRQAPGKEREFVGFITGSGGTTYYGESVKGRFTISR
DNAQNPVYLQMNSLKPEDTAVYYCGVYRRTYISSTYSESSEYDYWGQGTQVTVSSGGGGSGGGSEVQLVESG
GGLMQTGGSLRLSCAASGVTYSYYTASWFRQAPGKEREFVAAISPSGNTYYADSVKGRFTISRDNGKHTMYL
QOMNSLNPEDTAVYFCAIRATDSIYYASSYRHWGQGTQVTVSS

>RANKL18-9GS-RANKLYS, SEQ ID NO: 654; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAASGRTFSRSAMGWFRQAPGKEREFVGFITGSGGTTYYGESVKGRFTISR
DNAQNPVYLQMNSLKPEDTAVYYCGVYRRTYISSTYSESSEYDYWGQGTQVTVSSGGGGSGGGSEVQLVESG
GGLVQAGGSLRLTCAASGRTFRSYAMGWFRQAPGKEREFVAAINY SGGS TNYADSVKGRFTISRDNAKNTLY
LOMNSLEPEDTAVYYCAAGSGYASLSYYSTERAYTYWGQGTQVTVSS

>RANKL18-9GS-RANKL13, SEQ ID NO: 655; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAASGRTFSRSAMGWFRQAPGKEREFVGFITGSGGTTYYGESVKGRFTISR
DNAQNPVYLQMNSLKPEDTAVYYCGVYRRTYISSTYSESSEYDYWGQGTQVTVSSGGGGSGGGSEVQLVESG
GGLVQAGGSLRLSCAASGRTFRSYPMGWFRQAPGKEREFVASITGSGGS TYYADSVKGRFTISRDNAKNTVY
LOMNSLRPEDTAVYSCAAYIRPDTYLSRDYRKYDYWGQGTQVTVSS

>RANKL18-9GS-RANKL15, SEQ ID NO: 656; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAASGRTFSRSAMGWFRQAPGKEREFVGFITGSGGTTYYGESVKGRFTISR
DNAQNPVYLQMNSLKPEDTAVYYCGVYRRTYISSTYSESSEYDYWGQGTQVTVSSGGGGSGGGSEVQLVESG
GGLVQAGGSLRLSCAAAGGTFRNYVMGWFRQAPGKEREFVTAISTGGSWTGYVDSVKDRFTISRDNTKNTVY
LOMASLKPEDTAVYYCAATTPATTYLPRSERQYDYWGQGTQVTVSS
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>RANKL181 | RANKL18-9GS-RANKL18, SEQ ID NO: 657; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAASGRTFSRSAMGWFRQAPGKEREFVGFITGSGGTTYYGESVKGRFTISR
DNAQNPVYLQMNSLKPEDTAVYYCGVYRRTYISSTYSESSEYDYWGQGTQVTVSSGGGGSGGGSEVQLVESG
GGLVQAGGSLRLSCAASGRTFSRSAMGWFRQAPGKEREFVGFITGSGGTTYYGESVKGRF TI SRDNAQNPVY
LOMNSLKPEDTAVYYCGVYRRTYISSTYSESSEYDYWGQGTQVTVSS

>RANKL3-20GS-RANKL3, SEQ ID NO: 658; PRT; ->
EVQLVESGGKLVQAGGSLRLSCAVSGRTSS IYNMAWFRQGPGKGRESVGRIYWSDDNTYYADSVKGRFTISR
DNATNTVYLQMNSLKPEDTAVYYCAGKTTKWSLEYDYWGQGTQVTVSSGGGGSGGGGSGGGGSGGGGSEVQL
VESGGKLVQAGGSLRLSCAVSGRTSSIYNMAWFRQGPGKGRESVGRIYWSDDNTYYADSVKGRFTISRDNAT
NTVYLOMNSLKPEDTAVYYCAGKTTKWSLEYDYWGQGTQVTVSS

>RANKL3-20GS-RANKL6, SEQ ID NO: 659; PRT; ->
EVQLVESGGKLVQAGGSLRLSCAVSGRTSS IYNMAWFRQGPGKGRESVGRIYWSDDNTYYADSVKGRFTISR
DNATNTVYLQMNSLKPEDTAVYYCAGKTTKWSLEYDYWGQGTQVTVSSGGGGSGGGGSGGGGSGGGGSEVQL
VESGGGLMQTGGSLRLSCAASGVTYSYYTASWFRQAPGKEREFVAATISPSGNTYYADSVKGRFTISRDNGKH
TMYLOQMNSLNPEDTAVYFCAIRATDSIYYASSYRHWGQGTQVTVSS

>RANKL3-20GS-RANKLYS, SEQ ID NO: 660; PRT; ->
EVQLVESGGKLVQAGGSLRLSCAVSGRTSS IYNMAWFRQGPGKGRESVGRIYWSDDNTYYADSVKGRFTISR
DNATNTVYLQMNSLKPEDTAVYYCAGKTTKWSLEYDYWGQGTQVTVSSGGGGSGGGGSGGGGSGGGGS
EVQLVESGGGLVQAGGSLRLTCAASGRTFRSYAMGWFRQAPGKEREFVAAINY SGGSTNYADSVKGRFTISR
DNAKNTLYLOQMNSLEPEDTAVYYCAAGSGYASLSYYSTERAYTYWGQGTQVTVSS

>RANKL3-20GS-RANKL13, SEQ ID NO: 661; PRT; ->
EVQLVESGGKLVQAGGSLRLSCAVSGRTSS IYNMAWFRQGPGKGRESVGRIYWSDDNTYYADSVKGRFTISR
DNATNTVYLQMNSLKPEDTAVYYCAGKTTKWSLEYDYWGQGTQVTVSSGGGGSGGGGSGGGGSGGGGSEVQL
VESGGGLVQAGGSLRLSCAASGRTFRSYPMGWFRQAPGKEREFVASITGSGGSTYYADSVKGRFTISRDNAK
NTVYLOMNSLRPEDTAVYSCAAYIRPDTYLSRDYRKYDYWGQGTQVTVSS

>RANKL3-20GS-ANKL15, SEQ ID NO: 662; PRT; ->
EVQLVESGGKLVQAGGSLRLSCAVSGRTSS IYNMAWFRQGPGKGRESVGRIYWSDDNTYYADSVKGRFTISR
DNATNTVYLQMNSLKPEDTAVYYCAGKTTKWSLEYDYWGQGTQVTVSSGGGGSGGGGSGGGGSGGGGSEVQL
VESGGGLVQAGGSLRLSCAAAGGTFRNYVMGWFRQAPGKEREFVTAI STGGSWTGYVDSVKDRFTISRDNTK
NTVYLOMASLKPEDTAVYYCAATTPATTYLPRSERQYDYWGQGTQVTVSS

>RANKL3-20GS-RANKL18, SEQ ID NO: 663; PRT; ->
EVQLVESGGKLVQAGGSLRLSCAVSGRTSS IYNMAWFRQGPGKGRESVGRIYWSDDNTYYADSVKGRFTISR
DNATNTVYLQMNSLKPEDTAVYYCAGKTTKWSLEYDYWGQGTQVTVSSGGGGSGGGGSGGGGSGGGGSEVQL
VESGGGLVQAGGSLRLSCAASGRTFSRSAMGWFRQAPGKEREFVGFITGSGGTTYYGESVKGRFTISRDNAQ
NPVYLOMNSLKPEDTAVYYCGVYRRTYISSTYSESSEYDYWGQGTQVTVSS

>RANKL6-20GS-RANKL3, SEQ ID NO: 664; PRT; ->
EVQLVESGGGLMQTGGSLRLSCAASGVTYSYYTASWFRQAPGKEREFVAAISPSGNTYYADSVKGRFTISRD
NGKHTMYLQMNSLNPEDTAVYFCAIRATDSIYYASSYRHWGQGTQVTVS SGGGGSGGGGSGGGGSGGGGSEV
QLVESGGKLVQAGGSLRLSCAVSGRTSSIYNMAWFRQGPGKGRESVGRIYWSDDNTYYADSVKGRFTISRDN
ATNTVYLOMNSLKPEDTAVYYCAGKTTKWSLEYDYWGQGTQVTVSS

>RANKL6-20GS-RANKL6, SEQ ID NO: 665; PRT; ->
EVQLVESGGGLMQTGGSLRLSCAASGVTYSYYTASWFRQAPGKEREFVAAISPSGNTYYADSVKGRFTISRD
NGKHTMYLQMNSLNPEDTAVYFCAIRATDSIYYASSYRHWGQGTQVTVS SGGGGSGGGGSGGGGSGGGGSEV
QLVESGGGLMQTGGSLRLSCAASGVTYSYYTASWFRQAPGKEREFVAATI SPSGNTYYADSVKGRFTISRDNG
KHTMYLQMNSLNPEDTAVYFCAIRATDSIYYASSYRHWGQGTQVTVSS

>RANKL6-20GS-RANKLYS, SEQ ID NO: 666; PRT; ->
EVQLVESGGGLMQTGGSLRLSCAASGVTYSYYTASWFRQAPGKEREFVAAISPSGNTYYADSVKGRFTISRD
NGKHTMYLQMNSLNPEDTAVYFCAIRATDSIYYASSYRHWGQGTQVTVS SGGGGSGGGGSGGGGSGGGGSEV
QLVESGGGLVQAGGSLRLTCAASGRTFRSYAMGWFRQAPGKEREFVAAINY SGGSTNYADSVKGRFTISRDN
AKNTLYLOQMNSLEPEDTAVYYCAAGSGYASLSYYSTERAYTYWGQGTQVTVSS

>RANKL6-20GS-RANKL13, SEQ ID NO: 667; PRT; ->
EVQLVESGGGLMQTGGSLRLSCAASGVTYSYYTASWFRQAPGKEREFVAAISPSGNTYYADSVKGRFTISRD
NGKHTMYLQMNSLNPEDTAVYFCAIRATDSIYYASSYRHWGQGTQVTVS SGGGGSGGGGSGGGGSGGGGSEV
QLVESGGGLVQAGGSLRLSCAASGRTFRSYPMGWFRQAPGKEREFVASI TGSGGSTYYADSVKGRFTISRDN
AKNTVYLOMNSLRPEDTAVYSCAAYIRPDTYLSRDYRKYDYWGQGTQVTVSS

>RANKL6-20GS-RANKL15, SEQ ID NO: 668; PRT; ->
EVQLVESGGGLMQTGGSLRLSCAASGVTYSYYTASWFRQAPGKEREFVAAISPSGNTYYADSVKGRFTISRD
NGKHTMYLQMNSLNPEDTAVYFCAIRATDSIYYASSYRHWGQGTQVTVS SGGGGSGGGGSGGGGSGGGGSEV
QLVESGGGLVQAGGSLRLS CAAAGGTFRNYVMGWFRQAPGKEREFVTAI STGGSWTGYVDSVKDRFTISRDN
TKNTVYLQMASLKPEDTAVYYCAATTPATTYLPRSERQYDYWGQGTQVTVSS

>RANKL6-20GS-RANKL18, SEQ ID NO: 669; PRT; ->
EVQLVESGGGLMQTGGSLRLSCAASGVTYSYYTASWFRQAPGKEREFVAAISPSGNTYYADSVKGRFTISRD
NGKHTMYLQMNSLNPEDTAVYFCAIRATDSIYYASSYRHWGQGTQVTVS SGGGGSGGGGSGGGGSGGEGGES
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TABLE B-3-continued

Bivalent NANOBODIES against RANK-L

<Name, SEQ ID #; PRT (protein); -»>
Sequence

EVQLVESGGGLVQAGGSLRLSCAASGRTFSRSAMGWFRQAPGKEREFVGFITGSGGTTYYGESVKGRFTISR
DNAQNPVYLOMNSLKPEDTAVYYCGVYRRTYISSTYSESSEYDYWGQGTQVTVSS

>RANKLO-20GS-RANKL3, SEQ ID NO: 670; PRT; ->
EVQLVESGGGLVQAGGSLRLTCAASGRTFRSYAMGWFRQAPGKEREFVAAINY SGGSTNYADSVKGRFTISR
DNAKNTLYLQMNSLEPEDTAVYYCAAGSGYASLSYYSTERAYTYWGQGTQVTVSSGGGGSGGGGSGGGESGG
GGSEVQLVESGGKLVQAGGSLRLSCAVSGRTSSIYNMAWFRQGPGKGRESVGRIYWSDDNTYYADSVKGRET
ISRDNATNTVYLOMNSLKPEDTAVYYCAGKTTKWSLEYDYWGQGTQVTVSS

>RANKLO-20GS-RANKL6, SEQ ID NO: 671; PRT; ->
EVQLVESGGGLVQAGGSLRLTCAASGRTFRSYAMGWFRQAPGKEREFVAAINY SGGSTNYADSVKGRFTISR
DNAKNTLYLQMNSLEPEDTAVYYCAAGSGYASLSYYSTERAYTYWGQGTQVTVSSGGGGSGGGGSGGGESGG
GGSEVQLVESGGGLMQTGGSLRLSCAASGVTYSYYTASWFRQAPGKEREFVAATSPSGNTYYADSVKGRFTI
SRDNGKHTMYLOMNSLNPEDTAVYFCAIRATDSIYYASSYRHWGQGTQVTVSS

>RANKL9-2biv | RANKL9-20GS-RANKLY9, SEQ ID NO: 672; PRT; ->
EVQLVESGGGLVQAGGSLRLTCAASGRTFRSYAMGWFRQAPGKEREFVAAINY SGGSTNYADSVKGRFTISR
DNAKNTLYLQMNSLEPEDTAVYYCAAGSGYASLSYYSTERAYTYWGQGTQVTVSSGGGGSGGGGSGGGESGG
GGSEVQLVESGGGLVQAGGSLRLTCAASGRTFRSYAMGWFRQAPGKEREFVAAINYSGGSTNYADSVKGRET
ISRDNAKNTLYLOQMNSLEPEDTAVYYCAAGSGYASLSYYSTERAYTYWGQGTQVTVSS

>RANKLO-20GS-RANKL13, SEQ ID NO: 673; PRT; ->
EVQLVESGGGLVQAGGSLRLTCAASGRTFRSYAMGWFRQAPGKEREFVAAINY SGGSTNYADSVKGRFTISR
DNAKNTLYLQMNSLEPEDTAVYYCAAGSGYASLSYYSTERAYTYWGQGTQVTVSSGGGGSGGGGSGGGESGG
GGSEVQLVESGGGLVQAGGSLRLSCAASGRTFRSYPMGWFRQAPGKEREFVASITGSGGSTYYADSVKGRET
ISRDNAKNTVYLQMNSLRPEDTAVYSCAAYIRPDTYLSRDYRKYDYWGQGTQVTVSS

>RANKLO-20GS-RANKL15, SEQ ID NO: 674; PRT; ->
EVQLVESGGGLVQAGGSLRLTCAASGRTFRSYAMGWFRQAPGKEREFVAAINY SGGSTNYADSVKGRFTISR
DNAKNTLYLQMNSLEPEDTAVYYCAAGSGYASLSYYSTERAYTYWGQGTQVTVSSGGGGSGGGGSGGGESGG
GGSEVQLVESGGGLVQAGGSLRLSCAAAGGTFRNYVMGWFRQAPGKEREFVTAISTGGSWTGYVDSVKDRET
ISRDNTKNTVYLOMASLKPEDTAVYYCAATTPATTYLPRSERQYDYWGQGTQVTVSS

>RANKLO-20GS-RANKL18, SEQ ID NO: 675; PRT; ->
EVQLVESGGGLVQAGGSLRLTCAASGRTFRSYAMGWFRQAPGKEREFVAAINY SGGSTNYADSVKGRFTISR
DNAKNTLYLQMNSLEPEDTAVYYCAAGSGYASLSYYSTERAYTYWGQGTQVTVSSGGGGSGGGGSGGGESGG
GGSEVQLVESGGGLVQAGGSLRLSCAASGRTF SRSAMGWFRQAPGKEREFVGFITGSGGTTYYGESVKGRET
ISRDNAQNPVYLOMNSLKPEDTAVYYCGVYRRTYISSTYSESSEYDYWGQGTQVTVSS

>RANKL13-20GS-RANKL3, SEQ ID NO: 676; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAASGRTFRSYPMGWFRQAPGKEREFVASITGSGGSTYYADSVKGRFTISR
DNAKNTVYLQMNSLRPEDTAVYSCAAYIRPDTYLSRDYRKYDYWGQGTQVTVSSGGGGSGGGGSGGGGSGGG
GSEVQLVESGGKLVQAGGSLRLSCAVSGRTSSIYNMAWFRQGPGKGRESVGRIYWSDDNTYYADSVKGRFTI
SRDNATNTVYLOQMNSLKPEDTAVYYCAGKT TKWSLEYDYWGQGTQVTVSS

>RANKL13-20GS-RANKL6, SEQ ID NO: 677; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAASGRTFRSYPMGWFRQAPGKEREFVASITGSGGSTYYADSVKGRFTISR
DNAKNTVYLQMNSLRPEDTAVYSCAAYIRPDTYLSRDYRKYDYWGQGTQVTVSSGGGGSGGGGSGGGGSGGG
GSEVQLVESGGGLMQTGGSLRLSCAASGVTYSYYTASWFRQAPGKEREFVAAISPSGNTYYADSVKGRFTIS
RDNGKHTMYLQMNSLNPEDTAVYFCAIRATDSIYYASSYRHWGQGTQVTVSS

>RANKL13-20GS-RANKLYS, SEQ ID NO: 678; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAASGRTFRSYPMGWFRQAPGKEREFVASITGSGGSTYYADSVKGRFTISR
DNAKNTVYLQMNSLRPEDTAVYSCAAYIRPDTYLSRDYRKYDYWGQGTQVTVSSGGGGSGGGGSGGGGSGGG
GSEVQLVESGGGLVQAGGSLRLTCAASGRTFRSYAMGWFRQAPGKEREFVAAINYSGGSTNYADSVKGRFTI
SRDNAKNTLYLOMNSLEPEDTAVYYCAAGSGYASLSYYSTERAYTYWGQGTQVTVSS

>RANKL13-20GS-RANKL13, SEQ ID NO: 679; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAASGRTFRSYPMGWFRQAPGKEREFVASITGSGGSTYYADSVKGRFTISR
DNAKNTVYLQMNSLRPEDTAVYSCAAYIRPDTYLSRDYRKYDYWGQGTQVTVSSGGGGSGGGGSGGGGSGGG
GSEVQLVESGGGLVQAGGSLRLSCAASGRTFRSYPMGWFRQAPGKEREFVASI TGSGGSTYYADSVKGRFTI
SRDNAKNTVYLOMNSLRPEDTAVYSCAAYIRPDTYLSRDYRKYDYWGQGTQVTVSS

>RANKL13-20GS-RANKL15, SEQ ID NO: 680; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAASGRTFRSYPMGWFRQAPGKEREFVASITGSGGSTYYADSVKGRFTISR
DNAKNTVYLQMNSLRPEDTAVYSCAAYIRPDTYLSRDYRKYDYWGQGTQVTVSSGGGGSGGGGSGGGGSGGG
GSEVQLVESGGGLVQAGGSLRLSCAAAGGTFRNYVMGWFRQAPGKEREFVTAI STGGSWTGYVDSVKDRFTI
SRDNTKNTVYLOMASLKPEDTAVYYCAATTPATTYLPRSERQYDYWGQGTQVTVSS

>RANKL13-20GS-RANKL18, SEQ ID NO: 681; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAASGRTFRSYPMGWFRQAPGKEREFVASITGSGGSTYYADSVKGRFTISR
DNAKNTVYLQMNSLRPEDTAVYSCAAYIRPDTYLSRDYRKYDYWGQGTQVTVSSGGGGSGGGGSGGGGSGGG
GSEVQLVESGGGLVQAGGSLRLSCAASGRTFSRSAMGWFRQAPGKEREFVGFITGSGGTTYYGESVKGRFTI
SRDNAQNPVYLOMNSLKPEDTAVYYCGVYRRTYISSTYSESSEYDYWGQGTQVTVSS
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TABLE B-3-continued

Bivalent NANOBODIES against RANK-L

<Name, SEQ ID #; PRT (protein); -»>
Sequence

>RANKL15-20GS-RANKL3, SEQ ID NO: 682; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAAAGGTFRNYVMGWFRQAPGKEREFVTAI STGGSWTGYVDSVKDRFTISR
DNTKNTVYLQMASLKPEDTAVYYCAATTPATTYLPRSERQYDYWGQGTQVTVSSGGGGSGGGGSGGGGSGGG
GSEVQLVESGGKLVQAGGSLRLSCAVSGRTSSIYNMAWFRQGPGKGRESVGRIYWSDDNTYYADSVKGRFTI
SRDNATNTVYLOQMNSLKPEDTAVYYCAGKT TKWSLEYDYWGQGTQVTVSS

>RANKL15-20GS-RANKL6, SEQ ID NO: 683; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAAAGGTFRNYVMGWFRQAPGKEREFVTAI STGGSWTGYVDSVKDRFTISR
DNTKNTVYLQMASLKPEDTAVYYCAATTPATTYLPRSERQYDYWGQGTQVTVSSGGGGSGGGGSGGGGSGGG
GSEVQLVESGGGLMQTGGSLRLSCAASGVTYSYYTASWFRQAPGKEREFVAAISPSGNTYYADSVKGRFTIS
RDNGKHTMYLQMNSLNPEDTAVYFCAIRATDSIYYASSYRHWGQGTQVTVSS

>RANKL15-20GS-RANKLYS, SEQ ID NO: 684; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAAAGGTFRNYVMGWFRQAPGKEREFVTAI STGGSWTGYVDSVKDRFTISR
DNTKNTVYLQMASLKPEDTAVYYCAATTPATTYLPRSERQYDYWGQGTQVTVSSGGGGSGGGGSGGGGSGGG
GSEVQLVESGGGLVQAGGSLRLTCAASGRTFRSYAMGWFRQAPGKEREFVAAINYSGGSTNYADSVKGRFTI
SRDNAKNTLYLOMNSLEPEDTAVYYCAAGSGYASLSYYSTERAYTYWGQGTQVTVSS

>RANKL15-20GS-RANKL13, SEQ ID NO: 685; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAAAGGTFRNYVMGWFRQAPGKEREFVTAI STGGSWTGYVDSVKDRFTISR
DNTKNTVYLQMASLKPEDTAVYYCAATTPATTYLPRSERQYDYWGQGTQVTVSSGGGGSGGGGSGGGGSGGG
GSEVQLVESGGGLVQAGGSLRLSCAASGRTFRSYPMGWFRQAPGKEREFVASI TGSGGSTYYADSVKGRFTI
SRDNAKNTVYLOMNSLRPEDTAVYSCAAYIRPDTYLSRDYRKYDYWGQGTQVTVSS

>RANKL15-20GS-RANKL15, SEQ ID NO: 686; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAAAGGTFRNYVMGWFRQAPGKEREFVTAI STGGSWTGYVDSVKDRFTISR
DNTKNTVYLQMASLKPEDTAVYYCAATTPATTYLPRSERQYDYWGQGTQVTVSSGGGGSGGGGSGGGGSGGG
GSEVQLVESGGGLVQAGGSLRLSCAAAGGTFRNYVMGWFRQAPGKEREFVTAI STGGSWTGYVDSVKDRFTI
SRDNTKNTVYLOMASLKPEDTAVYYCAATTPATTYLPRSERQYDYWGQGTQVTVSS

>RANKL15-20GS-RANKL18, SEQ ID NO: 687; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAAAGGTFRNYVMGWFRQAPGKEREFVTAI STGGSWTGYVDSVKDRFTISR
DNTKNTVYLQMASLKPEDTAVYYCAATTPATTYLPRSERQYDYWGQGTQVTVSSGGGGSGGGGSGGGGSGGG
GSEVQLVESGGGLVQAGGSLRLSCAASGRTFSRSAMGWFRQAPGKEREFVGFITGSGGTTYYGESVKGRFTI
SRDNAQNPVYLOMNSLKPEDTAVYYCGVYRRTYISSTYSESSEYDYWGQGTQVTVSS

>RANKL18-20GS-RANKL3, SEQ ID NO: 688; PRT; ->
EVQLVESSSSLVQAGGSLRLSCAASGRTFSRSAMGWFRQAPGKEREFVGFITGSGGTTYYGESVKGRFTISR
DNAQNPVYLQOMNSLKPEDTAVYYCGVYRRTYISSTYSESSEYDYWGQGTQVTVSSGGGGSGGGGSGGGESGG
GGSEVQLVESGGKLVQAGGSLRLSCAVSGRTSSIYNMAWFRQGPGKGRESVGRIYWSDDNTYYADSVKGRET
ISRDNATNTVYLOMNSLKPEDTAVYYCAGKTTKWSLEYDYWGQGTQVTVSS

>RANKL18-20GS-RANKL6, SEQ ID NO: 689; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAASGRTFSRSAMGWFRQAPGKEREFVGFITGSGGTTYYGESVKHRFTISR
DNAQNPVYLQOMNSLKPEDTAVYYCGVYRRTYISSTYSESSEYDYWGQGTQVTVSSGGGGSGGGGSGGGESGG
GGSEVQLVESGGGLMQTGGSLRLSCAASGVTYSYYTASWFRQAPGKEREFVAATSPSGNTYYADSVKGRFTI
SRDNGKHTMYLOMNSLNPEDTAVYFCAIRATDSIYYASSYRHWGQGTQVTVSS

>RANKL18-20GS-RANKLYS, SEQ ID NO: 690; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAASGRTFSRSAMGWFRQAPGKEREFVGFITGSGGTTYYGESVKGRFTISR
DNAQNPVYLQOMNSLKPEDTAVYYCGVYRRTYISSTYSESSEYDYWGQGTQVTVSSGGGGSGGGGSGGGESGG
GGSEVQLVESGGGLVQAGGSLRLTCAASGRTFRSYAMGWFRQAPGKEREFVAAINYSGGSTNYADSVKGRET
ISRDNAKNTLYLOQMNSLEPEDTAVYYCAAGSGYASLSYYSTERAYTYWGQGTQVTVSS

>RANKL18-20GS-RANKL13, SEQ ID NO: 691; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAASGRTFSRSAMGWFRQAPGKEREFVSFITGSGGTTYYGESVKGRFTISR
DNAQNPVYLQOMNSLKPEDTAVYYCGVYRRTYISSTYSESSEYDYWGQGTQVTVSSGGGGSGGGGSGGGESGG
GGSEVQLVESGGGLVQAGGSLRLSCAASGRTFRSYPMGWFRQAPGKEREFVASITGSGGSTYYADSVKGRET
ISRDNAKNTVYLQMNSLRPEDTAVYSCAAYIRPDTYLSRDYRKYDYWGQGTQVTVSS

>RANKL18-20GS-RANKL15, SEQ ID NO: 692; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAASGRTFSRSAMGWFRQAPGKEREFVGFITGSGGTTYYGESVKGRFTISR
DNAQNPVYLQOMNSLKPEDTAVYYCGVYRRTYISSTYSESSEYDYWGQGTQVTVSSGGGGSGGGGSGGGESGG
GGSEVQLVESGGGLVQAGGSLRLSCAAAGGTFRNYVMGWFRQAPGKEREFVTAISTGGSWTGYVDSVKDRET
ISRDNTKNTVYLOMASLKPEDTAVYYCAATTPATTYLPRSERQYDYWGQGTQVTVSS

>RANKL182biv | RANKL18-20GS-RANKL18, SEQ ID NO: 693; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAASGRTFSRSAMGWFRQAPGKEREFVGFITGSGGTTYYGESVKGRFTISR
DNAQNPVYLQOMNSLKPEDTAVYYCGVYRRTYISSTYSESSEYDYWGQGTQVTVSSGGGGSGGGGSGGGESGG
GGSEVQLVESGGGLVQAGGSLRLSCAASGRTF SRSAMGWFRQAPGKEREFVGFITGSGGTTYYGESVKGRET
ISRDNAQNPVYLOMNSLKPEDTAVYYCGVYRRTYISSTYSESSEYDYWGQGTQVTVSS

RANKL133 | RANKL13-30GS-RANKL13, SEQ ID NO: 766; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAASGRTFRSYPMGWFRQAPGKEREFVASITGSGGSTYYADSVKGRFTISR
DNAKNTVYLQMNSLRPEDTAVYSCAAYIRPDTYLSRDYRKYDYWGQGTQVTVSSGGGGSGGGGSGGGGSGGG
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TABLE B-3-continued

Bivalent NANOBODIES against RANK-L

<Name, SEQ ID #; PRT (protein); -»>
Sequence

GSGGGGSGGGGSEVQLVESGGGLVQAGGSLRLSCAASGRTFRSYPMGWFRQAPGKEREFVASITGSGGSTYY
ADSVKGRFTISRDNAKNTVYLQMNSLRPEDTAVYSCAAYIRPDTYLSRDYRKYDYWGQGTQVTVS

RANKL183biv | RANKL18-30GS-RANKL18, SEQ ID NO: 767; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAASGRTFSRSAMGWFRQAPGKEREFVGFITGSGGTTYYGESVKGRFTISR
DNAQNPVYLQOMNSLKPEDTAVYYCGVYRRTYISSTYSESSEYDYWGQGTQVTVSSGGGGSGGGGSGGGESGG
GGSGGGGSGGGGSEVQLVESGGGLVQAGGSLRLSCAASGRTFSRSAMGWFROQAPGKEREFVGFITGSGGTTY
YGESVKGRFTISRDNAQNPVYLOMNSLKPEDTAVYYCGVYRRTYISSTYSESSEYDYWGQGTQVTVSS

RANKL93biv | RANKL9-30GS-RANKLY9, SEQ ID NO: 770; PRT; ->
EVQLVESGGGLVQAGGSLRLTCAASGRTFRSYAMGWFRQAPGKEREFVAAINY SGGSTNYADSVKGRFTISR
DNAKNTLYLQMNSLEPEDTAVYYCAAGSGYASLSYYSTERAYTYWGQGTQVTVSSGGGGSGGGGSGGGESGG
GGSGGGGSGGGGSEVQLVESGGGLVQAGGSLRLTCAASGRTFRSYAMGWFRQAPGKEREFVAAINY SGGSTN
YADSVKGRFTISRDNAKNTLYLOMNSLEPEDTAVYYCAAGSGYASLSYYSTERAYTYWGQGTQVTVSS

RANKL94biv | RANKL9-15GS-RANKLY9, SEQ ID NO: 771; PRT; ->
EVQLVESGGGLVQAGGSLRLTCAASGRTFRSYAMGWFRQAPGKEREFVAAINY SGGSTNYADSVKGRFTISR
DNAKNTLYLQMNSLEPEDTAVYYCAAGSGYASLSYYSTERAYTYWGQGTQVTVSSGGGGSGGGGSGGGGSEV
QLVESGGGLVQAGGSLRLTCAASGRTFRSYAMGWFRQAPGKEREFVAAINY SGGSTNYADSVKGRFTISRDN
AKNTLYLOQMNSLEPEDTAVYYCAAGSGYASLSYYSTERAYTYWGQGTQVTVSS

TABLE B-4

Trivalent bigpecific NANOBODIES against RANK-L

<Name, SEQ ID #; PRT (protein); -»>
Sequence

>RANKL30 | RANKL3-ALB1-RANKL3, SEQ ID NO: 694; PRT; -»

EVQLVESS SKLVQAGGSLRLSCAVSGRTSS I YNMANFRQGPGKGRESVGRI YWSDDNTYYADSVKGRFTISR
DNATNTVYLOMNSLKPEDTAVYYCAGKTTKWS LEYDYWGQGTQVTVS SGEGGSGEGSEVQLVESGGGLVQPG
NSLRLSCAASGFTFRSFGMSWVRQAPGKEPEWVS ST SGSGSDTLYADSVKGREFTISRDNAKTTLYLOMNSLK
PEDTAVYYCTIGGSLSRSSQGTQVTVS SGGGGSGEGSEVOLVESGGKLVQAGGSLRLS CAVSGRTS STYNMA
WFRQGPGKGRESVGRIYWSDDNTYYADSVKGRET I SRDNATNTVYLOMNSLKPEDTAVYYCAGKTTKWSLEY
DYWGQGTQVTVSS

>RANKL3-ALB1-RANKL6, SEQ ID NO: 695; PRT; ->
EVQLVESGGKLVQAGGSLRLSCAVSGRTSS IYNMAWFRQGPGKGRESVGRIYWSDDNTYYADSVKGRFTISR
DNATNTVYLQMNSLKPEDTAVYYCAGKTTKWSLEYDYWGQGTQVTVSSGGGGSGGGSEVQLVESGGGLVQPG
NSLRLSCAASGFTFRSFGMSWVRQAPGKEPEWVSSISGSGSDTLYADSVKGRFTISRDNAKTTLYLQMNSLK
PEDTAVYYCTIGGSLSRSSQGTQVTVSSGGGGSGGGSEVQLVESGGGLMQTGGSLRLSCAASGVTYSYYTAS
WFRQAPGKEREFVAAISPSGNTYYADSVKGRFTISRDNGKHTMYLQMNSLNPEDTAVYFCAIRATDSIYYAS
SYRHWGQGTQVTVSS

>RANKL3-ALB1-RANKLYS, SEQ ID NO: 696; PRT; ->
EVQLVESGGKLVQAGGSLRLSCAVSGRTSS IYNMAWFRQGPGKGRESVGRIYWSDDNTYYADSVKGRFTISR
DNATNTVYLQMNSLKPEDTAVYYCAGKTTKWSLEYDYWGQGTQVTVSSGGGGSGGGSEVQLVESGGGLVQPG
NSLRLSCAASGFTFRSFGMSWVRQAPGKEPEWVSSISGSGSDTLYADSVKGRFTISRDNAKTTLYLQMNSLK
PEDTAVYYCTIGGSLSRSSQGTQVTVSSGGGGSGGGSEVQLVESGGGLVQAGGSLRLTCAASGRTFRSYAMG
WFRQAPGKEREFVAAINYSGGSTNYADSVKGRFTISRDNAKNTLYLOMNSLEPEDTAVYYCAAGSGYASLSY
YSTERAYTYWGQGTQVTVSS

>RANKL3-ALB1-RANKL13, SEQ ID NO: 697; PRT; ->
EVQLVESGGKLVQAGGSLRLSCAVSGRTSS IYNMAWFRQGPGKGRESVGRIYWSDDNTYYADSVKGRFTISR
DNATNTVYLQMNSLKPEDTAVYYCAGKTTKWSLEYDYWGQGTQVTVSSGGGGSGGGSEVQLVESGGGLVQPG
NSLRLSCAASGFTFRSFGMSWVRQAPGKEPEWVSSISGSGSDTLYADSVKGRFTISRDNAKTTLYLQMNSLK
PEDTAVYYCTIGGSLSRSSQGTQVTVSSGGGGSGGGSEVQLVESGGGLVQAGGSLRLSCAASGRTFRSYPMG
WFRQAPGKEREFVASITGSGGSTYYADSVKGRFTISRDNAKNTVYLOMNSLRPEDTAVYSCAAYIRPDTYLS
RDYRKYDYWGQGTQVTVSS

>RANKL3-ALB1-RANKL15, SEQ ID NO: 698; PRT; ->
EVQLVESGGKLVQAGGSLRLSCAVSGRTSS IYNMAWFRQGPGKGRESVGRIYWSDDNTYYADSVKGRFTISR
DNATNTVYLQMNSLKPEDTAVYYCAGKTTKWSLEYDYWGQGTQVTVSSGGGGSGGGSEVQLVESGGGLVQPG
NSLRLSCAASGFTFRSFGMSWVRQAPGKEPEWVSSISGSGSDTLYADSVKGRFTISRDNAKTTLYLQMNSLK
PEDTAVYYCTIGGSLSRSSQGTQVTVSSGGGGSGGGSEVQLVESGGGLVQAGGSLRLSCAAAGGTFRNYVMG
WFRQAPGKEREFVTAISTGGSWTGYVDSVKDRFTISRDNTKNTVYLOMASLKPEDTAVYYCAATTPATTYLP
RSERQYDYWGQGTQVTVSS

>RANKL3-ALB1-RANKL18, SEQ ID NO: 699; PRT; ->

EVQLVESGGKLVQAGGSLRLSCAVSGRTSS IYNMAWFRQGPGKGRESVGRIYWSDDNTYYADSVKGRFTISR
DNATNTVYLQMNSLKPEDTAVYYCAGKTTKWSLEYDYWGQGTQVTVSSGGGGSGGGSEVQLVESGGGLVQPG
NSLRLSCAASGFTFRSFGMSWVRQAPGKEPEWVSSISGSGSDTLYADSVKGRFTISRDNAKTTLYLQMNSLK
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TABLE B-4-continued

Trivalent bispecific NANOBODIES against RANK-L

<Name, SEQ ID #; PRT (protein); -»>
Sequence

PEDTAVYYCTIGGSLSRSSQGTQVTVSSGGGGSGGGSEVQLVESGGGLVQAGGSLRLSCAASGRTFSRSAMG
WFRQAPGKEREFVGFITGSGGTTYYGESVKGRFTISRDNAQNPVYLOMNSLKPEDTAVYYCGVYRRTHISST
YSESSEYDYWGQGTQVTVSS

>RANKL6-ALB1-RANKL3, SEQ ID NO: 700; PRT; ->
EVQLVESGGGLMQTGGSLRLSCAASGVTYSYYTASWFRQAPGKEREFVAAISPSGNTYYADSVKGRFTISRD
NGKHTMYLQMNSLNPEDTAVYFCAIRATDSIYYASSYRHWGQGTQVTVS SGGGGSGGGSEVQLVESGGGLVQ
PGNSLRLSCAASGF TFRSFGMSWVRQAPGKEPEWVSSISGSGSDTLYADSVKGRFTISRDNAKT TLYLQMNS
LKPEDTAVYYCTIGGSLSRSSQGTQVTVSSGGGGSGGGSEVQLVESGGKLVQAGGSLRLSCAVSGRTSSIYN
MAWFRQGPGKGRESVGRIYWSDDNTYYADSVKGRFTISRDNATNTVYLOMNSLKPEDTAVYYCAGKTTKWSL
EYDYWGQGTQVTVSS

>RANKL60 | RANKL6-ALB1-RANKL6, SEQ ID NO: 701; PRT; ->
EVQLVESGGGLMQTGGSLRLSCAASGVTYSYYTASWFRQAPGKEREFVAAISPSGNTYYADSVKGRFTISRD
NGKHTMYLQMNSLNPEDTAVYFCAIRATDSIYYASSYRHWGQGTQVTVS SGGGGSGGGSEVQLVESGGGLVQ
PGNSLRLSCAASGF TFRSFGMSWVRQAPGKEPEWVSSISGSGSDTLYADSVKGRFTISRDNAKT TLYLQMNS
LKPEDTAVYYCTIGGSLSRSSQGTQVTVSSGGGGSGGGSEVQLVESGGGLMQTGGSLRLSCAASGVTYSYYT
ASWFRQAPGKEREFVAAISPSGNTYYADSVKGRFTISRDNGKHTMYLQMNSLNPEDTAVYFCAIRATDSIYY
ASSYRHWGQGTQVTVSS

>RANKL6-ALB1-RANKLYS, SEQ ID NO: 702; PRT; ->
EVQLVESGGGLMQTGGSLRLSCAASGVTYSYYTASWFRQAPGKEREFVAAISPSGNTYYADSVKGRFTISRD
NGKHTMYLQMNSLNPEDTAVYFCAIRATDSIYYASSYRHWGQGTQVTVS SGGGGSGGGSEVQLVESGGGLVQ
PGNSLRLSCAASGFTFRSFSGSWVRQAPGKEPEWVSSISGSGSDTLYADSVKGRFTISRDNAKT TLYLQMNS
LKPEDTAVYYCTIGGSLSRSSQGTQVTVSSGGGGSGGGSEVQLVESGGGLVQAGGSLRLTCAASGRTFRSYA
MGWFRQAPGKEREFVAAINYSGGSTNYADSVKGRFTISRDNAKNTLYLOMNSLEPEDTAVYYCAAGSGYASL
SYYSTERAYTYWGQGTQVTVSS

>RANKL6-ALB1-RANKL13, SEQ ID NO: 703; PRT; ->
EVQLVESGGGLMQTGGSLRLSCAASGVTYSYYTASWFRQAPGKEREFVAAISPSGNTYYADSVKGRFTISRD
NGKHTMYLQMNSLNPEDTAVYFCAIRATDSIYYASSYRHWGQGTQVTVS SGGGGSGGGSEVQLVESGGGLVQ
PGNSLRLSCAASGF TFRSFGMSWVRQAPGKEPEWVSSISGSGSDTLYADSVKGRFTISRDNAKT TLYLQMNS
LKPEDTAVYYCTIGGSLSRSSQGTQVTVSSGGGGSGGGSEVQLVESGGGLVQAGGSLRLSCAASGRTFRSYP
MGWFRQAPGKEREFVASITGSGGSTYYADSVKGRFTISRDNAKNTVYLOMNSLRPEDTAVYSCAAYIRPDTY
LSRDYRKYDYWGQGTQVTVSS

>RANKL6-ALB1-RANKL15, SEQ ID NO: 704; PRT; ->
EVQLVESGGGLMQTGGSLRLSCAASGVTYSYYTASWFRQAPGKEREFVAAISPSGNTYYADSVKGRFTISRD
NGKHTMYLQMNSLNPEDTAVYFCAIRATDSIYYASSYRHWGQGTQVTVS SGGGGSGGGSEVQLVESGGGLVQ
PGNSLRLSCAASGF TFRSFGMSWVRQAPGKEPEWVSSISGSGSDTLYADSVKGRFTISRDNAKT TLYLQMNS
LKPEDTAVYYCTIGGSLSRSSQGTQVTVSSGGGGSGGGSEVQLVESGGGLVQAGGSLRLSCAAAGGTFRNYV
MGWFRQAPGKEREFVTAISTGGSWTGYVDSVKDRFTISRDNTKNTVYLOMASLKPEDTAVYYCAATTPATTY
LPRSERQYDYWGQGTQVTVSS

>RANKL6-ALB1-RANKL18, SEQ ID NO: 705; PRT; ->
EVQLVESGGGLMQTGGSLRLSCAASGVTYSYYTASWFRQAPGKEREFVAAISPSGNTYYADSVKGRFTISRD
NGKHTMYLQMNSLNPEDTAVYFCAIRATDSIYYASSYRHWGQGTQVTVS SGGGGSGGGSEVQLVESGGGLVQ
PGNSLRLSCAASGF TFRSFGMSWVRQAPGKEPEWVSSISGSGSDTLYADSVKGRFTISRDNAKT TLYLQMNS
LKPEDTAVYYCTIGGSLSRSSQGTQVTVSSGGGGSGGGSEVQLVESGGGLVQAGGSLRLSCAASGRTFSRSA
MGWFRQAPGKEREFVGFITGSGGTTYYGESVKGRFTISRDNAQNPVYLOMNSLKPEDTAVYYCGVYRRTHIS
STYSESSEYDYWGQGTQVTVSS

>RANKLO9-ALB1-RANKL3, SEQ ID NO: 706; PRT; ->
EVQLVESGGGLVQAGGSLRLTCAASGRTFRSYAMGWFRQAPGKEREFVAAINY SGGSTNYADSVKGRFTISR
DNAKNTLYLQMNSLEPEDTAVYYCAAGSGYASLSYYSTERAYTYWGQGTQVTVSSGGGGSGGGSEVQLVESG
GGLVQPGNSLRLSCAASGFTFRSFGMSWVRQAPGKEPEWVSSISGSGSDTLYADSVKGRFTISRDNAKTTLY
LOMNSLKPEDTAVYYCTIGGSLSRSSQGTQVTVSSGGGGSGGGSEVQLVESGGKLVQAGGSLRLSCAVSGRT
SSIYNMAWFRQGPGKGRESVGRIYWSDDNTYYADSVKGRFTISRDNATNTVYLOMNSLKPEDTAVYYCAGKT
TKWSLEYDYWGQGTQVTVSS

>RANKLO-ALB1-RANKL6, SEQ ID NO: 707; PRT; ->
EVQLVESGGGLVQAGGSLRLTCAASGRTFRSYAMGWFRQAPGKEREFVAAINY SGGSTNYADSVKGRFTISR
DNAKNTLYLQMNSLEPEDTAVYYCAAGSGYASLSYYSTERAYTYWGQGTQVTVSSGGGGSGGGSEVQLVESG
GGLVQPGNSLRLSCAASGFTFRSFGMSWVRQAPGKEPEWVSSISGSGSDTLYADSVKGRFTISRDNAKTTLY
LOMNSLKPEDTAVYYCTIGGSLSRSSQGTQVTVSSGGGGSGGGSEVQLVESGGGLMQTGGSLRLSCAASGVT
YSYYTASWFRQAPGKEREFVAAISPSGNTYYADSVKGRFTISRDNGKHTMYLOMNSLNPEDTAVYFCAIRAT
DSIYYASSYRHWGQGTQVTVSS

>RANKL90 | RANKL9-ALB1-RANKL9, SEQ ID NO: 708; PRT; ->
EVQLVESGGGLVQAGGSLRLTCAASGRTFRSYAMGWFRQAPGKEREFVAAINY SGGSTNYADSVKGRFTISR
DNAKNTLYLQMNSLEPEDTAVYYCAAGSGYASLSYYSTERAYTYWGQGTQVTVSSGGGGSGGGSEVQLVESG
GGLVQPGNSLRLSCAASGFTFRSFGMSWVRQAPGKEPEWVSSISGSGSDTLYADSVKGRFTISRDNAKTTLY
LOMNSLKPEDTAVYYCTIGGSLSRSSQGTQVTVSSGGGGSGGGSEVQLVESGGGLVQAGGSLRLTCAASGRT
FRSYAMGWFRQAPGKEREFVAAINYSGGSTNYADSVKGRFTISRDNAKNTLYLOMNSLEPEDTAVYYCAAGS
GYASLSYYSTERAYTYWGQGTQVTVSS
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TABLE B-4-continued

Trivalent bispecific NANOBODIES against RANK-L

<Name, SEQ ID #; PRT (protein); -»>
Sequence

>RANKLO-ALB1-RANKL13, SEQ ID NO: 709; PRT; ->
EVQLVESGGGLVQAGGSLRLTCAASGRTFRSYAMGWFRQAPGKEREFVAAINY SGGSTNYADSVKGRFTISR
DNAKNTLYLQMNSLEPEDTAVYYCAAGSGYASLSYYSTERAYTYWGQGTQVTVSSGGGGSGGGSEVQLVESG
GGLVQPGNSLRLSCAASGFTFRSFGMSWVRQAPGKEPEWVSSISGSGSDTLYADSVKGRFTISRDNAKTTLY
LOMNSLKPEDTAVYYCTIGGSLSRSSQGTQVTVSSGGGGSGGGSEVQLVESGGGLVQAGGSLRLSCAASGRT
FRSYPMGWFRQAPGKEREFVASITGSGGSTYYADSVKGRFTISRDNAKNTVYLOMNSLRPEDTAVYSCAAY T
RPDTYLSRDYRKYDYWGQGTQVTVSS

>RANKLO-ALB1-RANKL15, SEQ ID NO: 710; PRT; ->
EVQLVESGGGLVQAGGSLRLTCAASGRTFRSYAMGWFRQAPGKEREFVAAINY SGGSTNYADSVKGRFTISR
DNAKNTLYLQMNSLEPEDTAVYYCAAGSGYASLSYYSTERAYTYWGQGTQVTVSSGGGGSGGGSEVQLVESG
GGLVQPGNSLRLSCAASGFTFRSFGMSWVRQAPGKEPEWVSSISGSGSDTLYADSVKGRFTISRDNAKTTLY
LOMNSLKPEDTAVYYCTIGGSLSRSSQGTQVTVSSGGGGSGGGSEVQLVESGGGLVQAGGSLRLSCAAAGGT
FRNYVMGWFRQAPGKEREFVTAISTGGSWTGYVDSVKDRFTISRDNTKNTVYLOQMASLKPEDTAVYYCAATT
PATTYLPRSERQYDYWGQGTQVTVSS

>RANKLO-ALB1-RANKL18, SEQ ID NO: 711; PRT; ->
EVQLVESGGGLVQAGGSLRLTCAASGRTFRSYAMGWFRQAPGKEREFVAAINY SGGSTNYADSVKGRFTISR
DNAKNTLYLQMNSLEPEDTAVYYCAAGSGYASLSYYSTERAYTYWGQGTQVTVSSGGGGSGGGSEVQLVESG
GGLVQPGNSLRLSCAASGFTFRSFGMSWVRQAPGKEPEWVSSISGSGSDTLYADSVKGRFTISRDNAKTTLY
LOMNSLKPEDTAVYYCTIGGSLSRSSQGTQVTVSSGGGGSGGGSEVQLVESGGGLVQAGGSLRLSCAASGRT
FSRSAMGWFRQAPGKEREFVGFITGSGGTTYYGESVKGRFTISRDNAQNPVYLOMNSLKPEDTAVYYCGVYR
RIHISSTYSESSEYDYWGQGTQVTVSS

>RANKL13-ALB1-RANKL3, SEQ ID NO: 712; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAASGRTFRSYPMGWFRQAPGKEREFVASITGSGGSTYYADSVKGRFTISR
DNAKNTVYLQMNSLRPEDTAVYSCAAYIRPDTYLSRDYRKYDYWGQGTQVTVSSGGGGSGGGSEVQLVESGG
GLVQPGNSLRLSCAASGFTFRSFGMSWVRQAPGKEPEWVSSISGSGSDTLYADSVKGRFTISRDNAKTTLYL
OMNSLKPEDTAVYYCTIGGSLSRSSQGTQVTVSSGGGGSGGGSEVQLVESGGKLVQAGGSLRLSCAVSGRTS
SIYNMAWFRQGPGKGRESVGRIYWSDDNTYYADSVKGRFTISRDNATNTVYLOMNSLKPEDTAVYYCAGKTT
KWSLEYDYWGQGTQVTVSS

>RANKL13-ALB1-RANKL6, SEQ ID NO: 713; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAASGRTFRSYPMGWFRQAPGKEREFVASITGSGGSTYYADSVKGRFTISR
DNAKNTVYLQMNSLRPEDTAVYSCAAYIRPDTYLSRDYRKYDYWGQGTQVTVSSGGGGSGGGSEVQLVESGG
GLVQPGNSLRLSCAASGFTFRSFGMSWVRQAPGKEPEWVSSISGSGSDTLYADSVKGRFTISRDNAKTTLYL
OMNSLKPEDTAVYYCTIGGSLSRSSQGTQVTVSSGGGGSGGGSEVQLVESGGGLMQTGGSLRLSCAASGVTY
SYYTASWFRQAPGKEREFVAAISPSGNTYYADSVKGRFTISRDNGKHTMYLQMNSLNPEDTAVYFCAIRATD
SIYYASSYRHWGQGTQVTVSS

>RANKL13-ALB1-RANKLS, SEQ ID NO: 714; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAASGRTFRSYPMGWFRQAPGKEREFVASITGSGGSTYYADSVKGRFTISR
DNAKNTVYLQMNSLRPEDTAVYSCAAYIRPDTYLSRDYRKYDYWGQGTQVTVSSGGGGSGGGSEVQLVESGG
GLVQPGNSLRLSCAASGFTFRSFGMSWVRQAPGKEPEWVSSISGSGSDTLYADSVKGRFTISRDNAKTTLYL
OMNSLKPEDTAVYYCTIGGSLSRSSQGTQVTVSSGGGGSGGGSEVQLVESGGGLVQAGGSLRLTCAASGRTFE
RSYAMGWFRQAPGKEREFVAAINYSGGSTNYADSVKGRFTISRDNAKNTLYLOMNSLEPEDTAVYYCAAGSG
YASLSYYSTERAYTYWGQGTQVTVSS

>RANKL130 | RANKL13-ALB1-RANKL13, SEQ ID NO: 715; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAASGRTFRSYPMGWFRQAPGKEREFVASITGSGGSTYYADSVKGRFTISR
DNAKNTVYLQMNSLRPEDTAVYSCAAYIRPDTYLSRDYRKYDYWGQGTQVTVSSGGGGSGGGSEVQLVESGG
GLVQPGNSLRLSCAASGFTFRSFGMSWVRQAPGKEPEWVSSISGSGSDTLYADSVKGRFTISRDNAKTTLYL
OMNSLKPEDTAVYYCTIGGSLSRSSQGTQVTVSSGGGGSGGGSEVQLVESGGGLVQAGGSLRLSCAASGRTF
RSYPMGWFRQAPGKEREFVASITGSGGSTYYADSVKGRFTISRDNAKNTVYLOMNSLRPEDTAVYSCAAYIR
PDTYLSRDYRKYDYWGQGTQVTVSS

>RANKL13-ALB1-RANKL15, SEQ ID NO: 716; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAASGRTFRSYPMGWFRQAPGKEREFVASITGSGGSTYYADSVKGRFTISR
DNAKNTVYLQMNSLRPEDTAVYSCAAYIRPDTYLSRDYRKYDYWGQGTQVTVSSGGGGSGGGSEVQLVESGG
GLVQPGNSLRLSCAASGFTFRSFGMSWVRQAPGKEPEWVSSISGSGSDTLYADSVKGRFTISRDNAKTTLYL
OMNSLKPEDTAVYYCTIGGSLSRSSQGTQVTVSSGGGGSGGGSEVQLVESGGGLVQAGGSLRLSCAAAGGTF
RNYVMGWFRQAPGKEREFVTAISTGGSWTGYVDSVKDRFTISRDNTKNTVYLOMASLKPEDTAVYYCAATTP
ATTYLPRSERQYDYWGQGTQVTVSS

>RANKL13-ALB1-RANKL18, SEQ ID NO: 717; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAASGRTFRSYPMGWFRQAPGKEREFVASITGSGGSTYYADSVKGRFTISR
DNAKNTVYLQMNSLRPEDTAVYSCAAYIRPDTYLSRDYRKYDYWGQGTQVTVSSGGGGSGGGSEVQLVESGG
GLVQPGNSLRLSCAASGFTFRSFSGSWVRQAPGKEPEWVSSISGSGSDTLYADSVKGRFTISRDNAKTTLYL
OMNSLKPEDTAVYYCTIGGSLSRSSQGTQVTVSSGGGGSGGGSEVQLVESGGGLVQAGGSLRLSCAASGRTF
SRSAMGWFRQAPGKEREFVGFITGSGGTTYYGESVKGRFTISRDNAQNPVYLOMNSLKPEDTAVYYCGVYRR
THISSTYSESSEYDYWGQGTQVTVSS

230



US 9,475,877 B2
231

TABLE B-4-continued

Trivalent bispecific NANOBODIES against RANK-L

<Name, SEQ ID #; PRT (protein); -»>
Sequence

>RANKL15-ALB1-RANKL3, SEQ ID NO: 718; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAAAGGTFRNYVMGWFRQAPGKEREFVTAI STGGSWTGYVDSVKDRFTISR
DNTKNTVYLQMASLKPEDTAVYYCAATTPATTYLPRSERQYDYWGQGTQVTVSSGGGGSGGGSEVQLVESGG
GLVQPGNSLRLSCAASGFTFRSFGMSWVRQAPGKEPEWVSSISGSGSDTLYADSVKGRFTISRDNAKTTLYL
OMNSLKPEDTAVYYCTIGGSLSRSSQGTQVTVSSGGGGSGGGSEVQLVESGGKLVQAGGSLRLSCAVSGRTS
SIYNMAWFRQGPGKGRESVGRIYWSDDNTYYADSVKGRFTISRDNATNTVYLOMNSLKPEDTAVYYCAGKTT
KWSLEYDYWGQGTQVTVSS

>RANKL15-ALB1-RANKL6, SEQ ID NO: 719; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAAAGGTFRNYVMGWFRQAPGKEREFVTAI STGGSWTGYVDSVKDRFTISR
DNTKNTVYLQMASLKPEDTAVYYCAATTPATTYLPRSERQYDYWGQGTQVTVSSGGGGSGGGSEVQLVESGG
GLVQPGNSLRLSCAASGFTFRSFGMSWVRQAPGKEPEWVSSISGSGSDTLYADSVKGRFTISRDNAKTTLYL
OMNSLKPEDTAVYYCTIGGSLSRSSQGTQVTVSSGGGGSGGGSEVQLVESGGGLMQTGGSLRLSCAASGVTY
SYYTASWFRQAPGKEREFVAAISPSGNTYYADSVKGRFTISRDNGKHTMYLQMNSLNPEDTAVYFCAIRATD
SIYYASSYRHWGQGTQVTVSS

>RANKL15-ALB1-RANKLS, SEQ ID NO: 720; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAAAGGTFRNYVMGWFRQAPGKEREFVTAI STGGSWTGYVDSVKDRFTISR
DNTKNTVYLQMASLKPEDTAVYYCAATTPATTYLPRSERQYDYWGQGTQVTVSSGGGGSGGGSEVQLVESGG
GLVQPGNSLRLSCAASGFTFRSFGMSWVRQAPGKEPEWVSSISGSGSDTLYADSVKGRFTISRDNAKTTLYL
OMNSLKPEDTAVYYCTIGGSLSRSSQGTQVTVSSGGGGSGGGSEVQLVESGGGLVQAGGSLRLTCAASGRTFE
RSYAMGWFRQAPGKEREFVAAINYSGGSTNYADSVKGRFTISRDNAKNTLYLOMNSLEPEDTAVYYCAAGSG
YASLSYYSTERAYTYWGQGTQVTVSS

>RANKL15-ALB1-RANKL13, SEQ ID NO: 721; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAAAGGTFRNYVMGWFRQAPGKEREFVTAI STGGSWTGYVDSVKDRFTISR
DNTKNTVYLQMASLKPEDTAVYYCAATTPATTYLPRSERQYDYWGQGTQVTVSSGGGGSGGGSEVQLVESGG
GLVQPGNSLRLSCAASGFTFRSFGMSWVRQAPGKEPEWVSSISGSGSDTLYADSVKGRFTISRDNAKTTLYL
OMNSLKPEDTAVYYCTIGGSLSRSSQGTQVTVSSGGGGSGGGSEVQLVESGGGLVQAGGSLRLSCAASGRTF
RSYPMGWFRQAPGKEREFVASITGSGGSTYYADSVKGRFTISRDNAKNTVYLOMNSLRPEDTAVYSCAAYIR
PDTYLSRDYRKYDYWGQGTQVTVSS

>RANKL150 | RANKL15-ALB1-RANKL15, SEQ ID NO: 722; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAAAGGTFRNYVMGWFRQAPGKEREFVTAI STGGSWTGYVDSVKDRFTISR
DNTKNTVYLQMASLKPEDTAVYYCAATTPATTYLPRSERQYDYWGQGTQVTVSSGGGGSGGGSEVQLVESGG
GLVQPGNSLRLSCAASGFTFRSFGMSWVRQAPGKEPEWVSSISGSGSDTLYADSVKGRFTISRDNAKTTLYL
OMNSLKPEDTAVYYCTIGGSLSRSSQGTQVTVSSGGGGSGGGSEVQLVESGGGLVQAGGSLRLSCAAAGGTF
RNYVMGWFRQAPGKEREFVTAISTGGSWTGYVDSVKDRFTISRDNTKNTVYLOMASLKPEDTAVYYCAATTP
ATTYLPRSERQYDYWGQGTQVTVSS

>RANKL15-ALB1-RANKL18, SEQ ID NO: 723; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAAAGGTFRNYVMGWFRQAPGKEREFVTAI STGGSWTGYVDSVKDRFTISR
DNTKNTVYLQMASLKPEDTAVYYCAATTPATTYLPRSERQYDYWGQGTQVTVSSGGGGSGGGSEVQLVESGG
GLVQPGNSLRLSCAASGFTFRSFGMSWVRQAPGKEPEWVSSISGSGSDTLYADSVKGRFTISRDNAKTTLYL
OMNSLKPEDTAVYYCTIGGSLSRSSQGTQVTVSSGGGGSGGGSEVQLVESGGGLVQAGGSLRLSCAASGRTF
SRSAMGWFRQAPGKEREFVGFITGSGGTTYYGESVKGRFTISRDNAQNPVYLOMNSLKPEDTAVYYCGVYRR
THISSTYSESSEYDYWGQGTQVTVSS

>RANKL18-ALB1-RANKL3, SEQ ID NO: 724; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAASGRTFSRSAMGWFRQAPGKEREFVGFITGSGGTTYYGESVKGRFTISR
DNAQNPVYLQOMNSLKPEDTAVYYCGVYRRTHISSTYSESSEYDYWGQGTQVTVSSGGGGSGGGSEVQLVESG
GGLVQPGNSLRLSCAASGFTFRSFGMSWVRQAPGKEPEWVSSISGSGSDTLYADSVKGRFTISRDNAKTTLY
LOMNSLKPEDTAVYYCTIGGSLSRSSQGTQVTVSSGGGGSGGGSEVQLVESGGKLVQAGGSLRLSCAVSGRT
SSIYNMAWFRQGPGKGRESVGRIYWSDDNTYYADSVKGRFTISRDNATNTVYLOMNSLKPEDTAVYYCAGKT
TKWSLEYDYWGQGTQVTVSS

>RANKL18-ALB1-RANKL6, SEQ ID NO: 725; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAASGRTFSRSAMGWFRQAPGKEREFVGFITGSGGTTYYGESVKGRFTISR
DNAQNPVYLQOMNSLKPEDTAVYYCGVYRRTHISSTYSESSEYDYWGQGTQVTVSSGGGGSGGGSEVQLVESG
GGLVQPGNSLRLSCAASGFTFRSFGMSWVRQAPGKEPEWVSSISGSGSDTLYADSVKGRFTISRDNAKTTLY
LOMNSLKPEDTAVYYCTIGGSLSRSSQGTQVTVSSGGGGSGGGSEVQLVESGGGLMQTGGSLRLSCAASGVT
YSYYTASWFRQAPGKEREFVAAISPSGNTYYADSVKGRFTISRDNGKHTMYLOMNSLNPEDTAVYFCAIRAT
DSIYYASSYRHWGQGTQVTVSS

>RANKL18-ALB1-RANKLS, SEQ ID NO: 726; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAASGRTFSRSAMGWFRQAPGKEREFVGFITGSGGTTYYGESVKGRFTISR
DNAQNPVYLQOMNSLKPEDTAVYYCGVYRRTHISSTYSESSEYDYWGQGTQVTVSSGGGGSGGGSEVQLVESG
GGLVQPGNSLRLSCAASGFTFRSFGMSWVRQAPGKEPEWVSSISGSGSDTLYADSVKGRFTISRDNAKTTLY
LOMNSLKPEDTAVYYCTIGGSLSRSSQGTQVTVSSGGGGSGGGSEVQLVESGGGLVQAGGSLRLTCAASGRT
FRSYAMGWFRQAPGKEREFVAAINYSGGSTNYADSVKGRFTISRDNAKNTLYLOMNSLEPEDTAVYYCAAGS
GYASLSYYSTERAYTYWGQGTQVTVSS
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<Name, SEQ ID #; PRT (protein); -»>
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>RANKL18-ALB1-RANKL13, SEQ ID NO: 727; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAASGRTFSRSAMGWFRQAPGKEREFVGFITGSGGTTYYGESVKGRFTISR
DNAQNPVYLQOMNSLKPEDTAVYYCGVYRRTHISSTYSESSEYDYWGQGTQVTVSSGGGGSGGGSEVQLVESG
GGLVQPGNSLRLSCAASGFTFRSFGMSWVRQAPGKEPEWVSSISGSGSDTLYADSVKGRFTISRDNAKTTLY
LOMNSLKPEDTAVYYCTIGGSLSRSSQGTQVTVSSGGGGSGGGSEVQLVESGGGLVQAGGSLRLSCAASGRT
FRSYPMGWFRQAPGKEREFVASITGSGGSTYYADSVKGRFTISRDNAKNTVYLOMNSLRPEDTAVYSCAAY T
RPDTYLSRDYRKYDYWGQGTQVTVSS

>RANKL18-ALB1-RANKL15, SEQ ID NO: 728; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAASGRTFSRSAMGWFRQAPGKEREFVGFITGSGGTTYYGESVKGRFTISR
DNAQNPVYLQOMNSLKPEDTAVYYCGVYRRTHISSTYSESSEYDYWGQGTQVTVSSGGGGSGGGSEVQLVESG
GGLVQPGNSLRLSCAASGFTFRSFGMSWVRQAPGKEPEWVSSISGSGSDTLYADSVKGRFTISRDNAKTTLY
LOMNSLKPEDTAVYYCTIGGSLSRSSQGTQVTVSSGGGGSGGGSEVQLVESGGGLVQAGGSLRLSCAAAGGT
FRNYVMGWFRQAPGKEREFVTAISTGGSWTGYVDSVKDRFTISRDNTKNTVYLOQMASLKPEDTAVYYCAATT
PATTYLPRSERQYDYWGQGTQVTVSS

>RANKL180 | RANKL18-ALB1-RANKL18, SEQ ID NO: 729; PRT; ->
EVQLVESGGGLVQAGGSLRLSCAASGRTFSRSAMGWFRQAPGKEREFVGFITGSGGTTYYGESVKGRFTISR
DNAQNPVYLQOMNSLKPEDTAVYYCGVYRRTHISSTYSESSEYDYWGQGTQVTVSSGGGGSGGGSEVQLVESG
GGLVQPGNSLRLSCAASGFTFRSFGMSWVRQAPGKEPEWVSSISGSGSDTLYADSVKGRFTISRDNAKTTLY
LOMNSLKPEDTAVYYCTIGGSLSRSSQGTQVTVSSGGGGSGGGSEVQLVESGGGLVQAGGSLRLSCAASGRT
FSRSAMGWFRQAPGKEREFVGFITGSGGTTYYGESVKGRFTISRDNAQNPVYLOMNSLKPEDTAVYYCGVYR
RTYISSTYSESSEYDYWGQGTQVTVSS

TABLE B-5

Humanized NANOBODIES againgst RANK-L

<Name, SEQ ID #; PRT (protein); -»>
Sequence

>RANKL6humbasic, SEQ ID NO: 730; PRT; -»
EVQLVESGGGLMQTGGSLRLS CAASGVTYS YY TASWFRQAPGKGREFVAAT SPSGNTY YADSVKGRFTISR
DNGKHTLYLQMNSLRPEDTAVYFCAIRATDS I YYAS SYRHWGQGTLVTVSS

>RANKL6huml, SEQ ID NO: 731; PRT; -»
EVQLVESGGGLVQTGGSLRLS CAASGVTYS YY TASWFRQAPGKGREFVAAT SPSGNTY YADSVKGRFTISR
DNGKHTLYLQMNSLRPEDTAVYFCAIRATDS I YYAS SYRHWGQGTLVTVSS

>RANKL6hum2, SEQ ID NO: 732; PRT; -»
EVQLVESGGGLMQPGGSLRLS CAASGVTYS YY TASWFRQAPGKGREFVAAT SPSGNTY YADSVKGRFTISR
DNGKHTLYLQMNSLRPEDTAVYFCAIRATDS I YYAS SYRHWGQGTLVTVSS

>RANKL6hum3, SEQ ID NO: 733; PRT; -»
EVQLVESGGGLMQTGGSLRLS CAASGVTYS YY TASWFRQAPGKGREFVAAT SPSGNTY YADSVKGRFTISR
DNSKHTLYLQMNSLRPEDTAVYFCAIRATDS I YYAS SYRHWGQGTLVTVSS

>RANKL6hum4, SEQ ID NO: 734; PRT; -»
EVQLVESGGGLMQTGGSLRLS CAASGVTYS YY TASWFRQAPGKGREFVAAT SPSGNTY YADSVKGRFTISR
DNGKNTLYLQMNSLRPEDTAVYFCAIRATDS I YYAS SYRHWGQGTLVTVSS

>RANKL6hum5, SEQ ID NO: 735; PRT; -»
EVQLVESGGGLMQTGGSLRLS CAASGV TYS YY TASWFRQAPGKGREFVAAT SPS-GNTYYADSVKGRFTISR
DNGKHTLYLQMNSLRPEDTAVYFCAIRATDS I YYAS SYRHWGQGTLVTVSS

>RANKLShumbasic, SEQ ID NO: 736; PRT; -»
EVQLVESGGGLVQPGGSLRLTCAASGRTFRS Y AMGNFRQAPGKGREFVAATINY SGGSTNYADSVKGRFTISR
DNAKNTLYLOMNSLEPEDTAVYYCAAGSGYASLSYYSTERAYTYWGQGTLYTVSS

>RANKLShuml, SEQ ID NO: 737; PRT; -»
EVQLVESGGGLVQPGGSLRLS CAASGRTFRS Y AMGNFRQAPGKGREFVAATINY SGGSTNYADSVKGRFTISR
DNAKNTLYLOMNSLEPEDTAVYYCAAGSGYASLSYYSTERAYTYWGQGTLYTVSS

>RANKLShum2, SEQ ID NO: 738; PRT; -»
EVQLVESGGGLVQPGGSLRLTCAASGRTFRS Y AMGNFRQAPGKGREFVSAINY SGGSTNYADSVKGRFTISR
DNAKNTLYLOMNSLEPEDTAVYYCAAGSGYASLSYYSTERAYTYWGQGTLYTVSS

>RANKLShum3, SEQ ID NO: 739; PRT; -»
EVQLVESGGGLVQPGGSLRLTCAASGRTFRS Y AMGNFRQAPGKGREFVAATINY SGGSTNYADSVKGRFTISR
DNAKNTLYLOMNSLRPEDTAVYYCAAGSGYASLSYYSTERAYTYWGQGTLYTVSS

234



US 9,475,877 B2
235

TABLE B-5-continued

Humanized NANOBODIES against RANK-L

<Name, SEQ ID #; PRT (protein); -»>
Sequence

>RANKL18humbasic, SEQ ID NO: 740; PRT; ->
EVQLVESGGGLVQPGGSLRLS CAASGRTFSRSAMGNFRQAPGKGREFVGFI TGSGGTTYYGESVKGRFTISR
DNAQNPVYLOMNSLRPEDTAVYYCGVYRRTYISSTYSESSEYDYWGQGTLVTVSS

>RANKL18huml, SEQ ID NO: 741; PRT; ->
EVQLVESGGGLVQPGGSLRLS CAASGRTFSRSAMGNFRQAPGKGREFVGFI TGSGGTTYYGESVKGRFTISR
DNAQNTLYLOMNSLRPEDTAVYYCGVYRRTYISSTYSESSEYDYWGQGTLVTVSS

>RANKL18hum2, SEQ ID NO: 742; PRT; ->
EVQLVESGGGLVQPGGSLRLS CAASGRTFSRSAMGNFRQAPGKGREFVGFI TGSGGTTYYADSVKGRFTISR
DNAQNPVYLOMNSLRPEDTAVYYCGVYRRTYISSTYSESSEYDYWGQGTLVTVSS

>RANKL18hum3, SEQ ID NO: 743; PRT; ->
EVQLVESGGGLVQPGGSLRLS CAASGF TFSRSAMGNFRQAPGKGREFVGFI TGSGGTTYYGESVKGRFTISR
DNAQNPVYLOMNSLRPEDTAVYYCGVYRRTYISSTYSESSEYDYWGQGTLVTVSS

>RANKL18hum4, SEQ ID NO: 744; PRT; ->
EVQLVESGGGLVQPGGSLRLS CAASGRTFSRSAMGWFRQAPGKGREFVSFI TGSGGTTYYGESVKGRFTISR
DNAQNPVYLOMNSLRPEDTAVYYCGVYRRTYISSTYSESSEYDYWGQGTLVTVSS

>RANKL18hum5, SEQ ID NO: 745; PRT; ->
EVQLVESGGGLVQPGGSLRLS CAASGRTFSRSAMGNFRQAPGKGREFVGFI TGSGGTTYYGESVKGRFTISR
DNAQNPVYLOMNSLRPEDTAVYYCAVYRRTYISSTYSESSEYDYWGQGTLVTVSS

>RANKL15humbasic, SEQ ID NO: 746; PRT; ->
EVQLVESGGGLVQPGGSLRLS CAAAGGTFRNYVMGWFRQAPGKGREFVTATI STGGSWTGYVDSVKDRFTISR
DNTKNTLYLQMASLRPEDTAVYYCAATTPATTYLPRSERQYDYWGQGTLVTVSS

>RANKL15huml, SEQ ID NO: 747; PRT; ->
EVQLVESGGGLVQPGGSLRLS CAASGGTFRNYVMGHFRQAPGKGREFVTATI STGGSWTGYVDSVKDRFTISR
DNTKNTLYLQMASLRPEDTAVYYCAATTPATTYLPRSERQYDYWGQGTLVTVSS

>RANKL15hum2, SEQ ID NO: 748; PRT; ->
EVQLVESGGGLVQPGGSLRLS CAAAGGTFRNYVMGWFRQAPGKGREFVTATI STGGSWTGYVDSVKDRFTISR
DNSKNTLYLQMASLRPEDTAVYYCAATTPATTYLPRSERQYDYWGQGTLVTVSS

>RANKL15hum3, SEQ ID NO: 749; PRT; ->
EVQLVESGGGLVQPGGSLRLS CAAAGGTFRNYVMGWFRQAPGKGREFVTATI STGGSWTGYVDSVKDRFTISR
DNTKNTLYLOMNSLRPEDTAVYYCAATTPATTYLPRSERQYDYWGQGTLVTVSS

>RANKL13humbasic, SEQ ID NO: 750; PRT; ->
EVQLVESGGGLVQPGGSLRLS CAASGRTFRS Y PMGNFRQAPGKGREFVAST TGSGGSTYYADSVKGRFTISR
DNAKNTLYLQMNSLRPEDTAVYSCAAY IRPDTYLSRDYRKYDYWGQGTLVTVSS

>RANKL13huml, SEQ ID NO: 751; PRT; ->
EVQLVESGGGLVQPGGSLRLS CAASGF TFRS Y PMGNFRQAPGKGREFVAS T TGSGGSTYYADSVKGRFTISR
DNAKNTLYLQMNSLRPEDTAVYSCAAY IRPDTYLSRDYRKYDYWGQGTLVTVSS

>RANKL13huml, SEQ ID NO: 752; PRT; ->
EVQLVESGGGLVQPGGSLRLS CAASGRTFS SYPMGWFRQAPGKGREFVAS I TGSGGSTYYADSVKGRFTISR
DNAKNTLYLQMNSLRPEDTAVYSCAAY IRPDTYLSRDYRKYDYWGQGTLVTVSS

>RANKL13hum2, SEQ ID NO: 753; PRT; ->
EVQLVESGGGLVQPGGSLRLS CAASGRTFRS Y PMGNFRQAPGKGREFVS ST TGSGGSTYYADSVKGRFTISR
DNAKNTLYLQMNSLRPEDTAVYSCAAY IRPDTYLSRDYRKYDYWGQGTLVTVSS

>RANKL13hum3, SEQ ID NO: 754; PRT; ->
EVQLVESGGGLVQPGGSLRLS CAASGRTFRS Y PMGNFRQAPGKGREFVAST TGSGGSTYYADSVKGRFTISR
DNAKNTLYLQMNSLRPEDTAVYYCAAY IRPDTYLSRDYRKYDYWGQGTLVTVSS

>RANKL13hum5, SEQ ID NO: 755; PRT; ->
EVQLVESGGGLVQPGGSLRLS CAASGETFS SYPMGWFRQAPGKGREFVS ST TGSGGSTYYADSVKGRFTISR
DNAKNTLYLQMNSLRPEDTAVYYCAAY IRPDTYLSRDYRKYDYWGQGTLVTVSS

>RANKL13hum5 D62E, SEQ ID NO: 756; PRT; ->
EVQLVESGGGLVQPGGSLRLS CAASGETFS SYPMGNFRQAPGKGREFVS ST TGSGGSTYYAESVKGRFTISR
DNAKNTLYLQMNSLRPEDTAVYYCAAY IRPDTYLSRDYRKYDYWGQGTLVTVSS

>RANKL18humé, SEQ ID NO: 757; PRT; ->
EVQLVESGGGLVQPGGSLRLS CAASGRTFSRSAMGNFRQAPGKGREFVGFI TGSGGTTYYADSVKGRFTISR
DNAQNPVYLOMNSLRPEDTAVYYCAVYRRTYISSTYSESSEYDYWGQGTLVTVSS
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TABLE B-5-continued

Humanized NANOBODIES against RANK-L

<Name, SEQ ID #; PRT (protein); -»>
Sequence

>RANKL18hum7, SEQ ID NO: 765; PRT; ->
EVQLVESGGGLVQPGGSLRLS CAASGRTFSRSAMGNFRQAPGKGREFVGFI TGSGGTTYYADSVKGRFTISR
DNAQNPLYLOMNSLRPEDTAVYYCAVYRRTYISSTYSESSEYDYWGQGTLVTVSS

TABLE B-6

Constructs of the humanized NANOBODIES against RANK-L

<Name, SEQ ID #; PRT (protein); -»>
Sequence

RANKLOOlp, SEQ ID NO: 761; PRT; ->
EVQLVESGGGLVQPGGSLRLS CAASGE TFS SYPMGWFRQAPGKGREFVS ST TGSGGSTYYADSVKGRFTISR
DNAKNTLYLOMNSLRPEDTAVYYCAAY IRPDTYLSRDYRKYDYWGQGTLVTVS SGGGGSGGGSEVQLVESGE
GLVQPGGSLRLS CAASGFTFS SYPMGWFRQAPGKGREFVS SITGSGGSTYYADSVKGRET I SRDNAKNTLYL
QMNSLRPEDTAVYYCAAYIRPDTYLSRDYRKYDYWGQGTLVTVSSGGGC

RANKLOO3p, SEQ ID NO: 762; PRT; ->
EVQLVESGGGLVQPGGSLRLS CAASGRTFSRSAMGNFRQAPGKGREFVGFI TGSGGTTYYADSVKGRFTISR
DNAQNPVYLOMNSLRPEDTAVYYCAVYRRTYISSTYSESSEYDYWGQGTLY TVSSGGGGSGGGESGGEESGE
GGSGEGGSGEGGSEVQLVESGGELYQPGGS LRLS CAASGRTFSRS AMGWFRQAPGKGREFVGFI TGSGGTTY
YADSVKGRETISRDNAQNPVYLOMNSLRPEDTAVYYCAVYRRTYISSTYSESSEYDYWGQGTLYTVSSGGGC

RANKL18humébi_ 25 | RANKL18humé-25GS-RANKL18humé, SEQ ID NO: 768; PRT; ->
EVQLVESGGGLVQPGGSLRLSCAASGRTFSRSAMGWFRQAPGKGREFVGFITGSGGTTYYADSVKGRFTISR
DNAQNPVYLQMNSLRPEDTAVYYCAVYRRTYISSTYSESSEYDYWGQGTLVTVSSGGGGSGGGGSGGGESGG
GGSGGGGSEVQLVESGGGLVQPGGSLRLSCAASGRTFSRSAMGWFRQAPGKGREFVGFITGSGGTTYYADSV
KGRFTISRDNAQNPVYLOMNSLRPEDTAVYYCAVYRRTYISSTYSESSEYDYWGQGTLVTVSS

RANKL18humébi_ 30 | RANKL18humé-30GS-RANKL18humé, SEQ ID NO: 769; PRT; ->
EVQLVESGGGLVQPGGSLRLSCAASGRTFSRSAMGWFRQAPGKGREFVGFITGSGGTTYYADSVKGRFTISR
DNAQNPVYLQMNSLRPEDTAVYYCAVYRRTYISSTYSESSEYDYWGQGTLVTVSSGGGGSGGGGSGGGESGG
GGSGGGGSGGGGSEVQLVESGGGLVQPGGSLRLSCAASGRTFSRSAMGWFRQAPGKGREFVGFITGSGGTTY
YADSVKGRFTISRDNAQNPVYLOMNSLRPEDTAVYYCAVYRRTYISSTYSESSEYDYWGQGTLVTVSS

RANKLOO4h | RANKL13hum5-9GS-RANKL13hum5-HSA, SEQ ID NO: 772; PRT; ->
EVQLVESGGGLVQPGGSLRLSCAASGFTFSSYPMGWFRQAPGKGREFVSSITGSGGSTYYADSVKGRFTISR
DNAKNTLYLQMNSLRPEDTAVYYCAAYIRPDTYLSRDYRKYDYWGQGTLVTVSSGGGGSGGGSEVQLVESGG
GLVQPGGSLRLSCAASGFTFSSYPMGWFRQAPGKGREFVSSITGSGGSTYYADSVKGRFTISRDNAKNTLYL
OMNSLRPEDTAVYYCAAYIRPDTYLSRDYRKYDYWGQGTLVTVSSDAHKSEVAHRFKDLGEENFKALVLIAF
AQYLQQCPFEDHVKLVNEVTEFAKTCVADESAENCDKSLHTLFGDKLCTVATLRETYGEMADCCAKQEPERN
ECFLQHKDDNPNLPRLVRPEVDVMCTAFHDNEETFLKKYLYEIARRHPYFYAPELLFFAKRYKAAFTECCQA
ADKAACLLPKLDELRDEGKASSAKQRLKCASLQKFGERAFKAWAVARLSQRFPKAEFAEVSKLVTDLTKVHT
ECCHGDLLECADDRADLAKYICENQDSISSKLKECCEKPLLEKSHCIAEVENDEMPADLPSLAADFVESKDV
CKNYAEAKDVFLGMFLYEYARRHPDYSVVLLLRLAKTYETTLEKCCAAADPHECYAKVFDEFKPLVEEPQNL
IKQNCELFEQLGEYKFQNALLVRYTKKVPQVSTPTLVEVSRNLGKVGSKCCKHPEAKRMPCAEDYLSVVLNQ
LCVLHEKTPVSDRVTKCCTESLVNRRPCFSALEVDETYVPKEFNAETFTFHADICTLSEKERQIKKQTALVE
LVKHKPKATKEQLKAVMDDFAAFVEKCCKADDKETCFAEEGKKLVAASQAALGL

RANKLOO6h | RANKL18humé-30GS-RANKL18humé-HSA, SEQ ID NO: 773; PRT; ->
EVQLVESGGGLVQPGGSLRLSCAASGRTFSRSAMGWFRQAPGKGREFVGFITGSGGTTYYADSVKGRFTISR
DNAQNPVYLQMNSLRPEDTAVYYCAVYRRTYISSTYSESSEYDYWGQGTLVTVSSGGGGSGGGGSGGGESGG
GGSGGGGSGGGGSEVQLVESGGGLVQPGGSLRLSCAASGRTFSRSAMGWFRQAPGKGREFVGFITGSGGTTY
YADSVKGRFTISRDNAQNPVYLOMNSLRPEDTAVYYCAVYRRTYISSTYSESSEYDYWGQGTLVTVSSDAHK
SEVAHRFKDLGEENFKALVLIAFAQYLQQCPFEDHVKLVNEVTEFAKTCVADESAENCDKSLHTLFGDKLCT
VATLRETYGEMADCCAKQEPERNECFLQHKDDNPNLPRLVRPEVDVMCTAFHDNEETFLKKYLYEIARRHPY
FYAPELLFFAKRYKAAFTECCQAADKAACLLPKLDELRDEGKASSAKQRLKCASLQKGSERAFKAWAVARLS
QRFPKAEFAEVSKLVTDLTKVHTECCHGDLLECADDRADLAKYICENQDSISSKLKECCEKPLLEKSHCIAE
VENDEMPADLPSLAADFVESKDVCKNYAEAKDVFLGMFLYEYARRHPDYSVVLLLRLAKTYETTLEKCCAAA
DPHECYAKVFDEFKPLVEEPQNLIKONCELFEQLGEYKFQNALLVRY TKKVPQVSTPTLVEVSRNLGKVGSK
CCKHPEAKRMPCAEDYLSVVLNQLCVLHEKTPVSDRVTKCCTESLVNRRPCFSALEVDETYVPKEFNAETFT
FHADICTLSEKERQIKKQTALVELVKHKPKATKEQLKAVMDDFAAFVEKCCKADDKETCFAEEGKKLVAASQ
AALGL

RANKLOOS8a, SEQ ID NO: 759; PRT; ->
EVQLVESGGGLVQPGGSLRLS CAASGEFTFS SYPMGWFRQAPGKGREFVS ST TGSGGSTYYADSVKGRFTISR
DNAKNTLYLOMNSLRPEDTAVYYCAAY IRPDTYLSRDYRKYDYWGQGTLVTVS SGGGGSGGGSEVQLVESGE
GLVQPGNSLRLS CAASGFTFS SFGMSWVRQAPGKGLEWVS STSGSGSDTLYADSVKGRET ISRDNAKTTLYL
QMNSLRPEDTAVYYCTIGGSLSRSSQGTLY TVSSGGGESGEES EVQLVESGGGLYQPGGS LRLS CAASGETE
S SYPMGWFRQAPGKGREFVSSITGSGGSTY YADSVKGRET I SRDNAKNTLY LOMNS LRPEDTAVYYCAAYIR
PDTYLSRDYRKYDYWGQGTLVTVSS
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TABLE B-6-continued

Constructs of the humanized NANOBODIES against RANK-L

<Name, SEQ ID #; PRT (protein); -»>
Sequence

RANKL0O10a, SEQ ID NO: 760; PRT; ->
EVQLVESGGGLVQPGGSLRLS CAASGRTFSRSAMGNFRQAPGKGREFVGFI TGSGGTTYYADSVKGRFTISR
DNAQNPVYLOMNSLRPEDTAVYYCAVYRRTYISSTYSESSEYDYWGQGTLY TVSSGGGGSGGGSEVQLVESG
GGLVQPGNSLRLSCAASGFTFSSFGMSWVRQAPGKGLEWVSSI SGSGSDTLYADSVKGRETI SRDNAKTTLY
LOMNSLRPEDTAVYYCTIGGSLSRS SQGTLVTVS SGGGGSGGGSEVQLVES GGGLVQPGGSLRLSCAASGRT
FSRSAMGWFRQAPGKGREFVGFI TGSGGTTYYADSVKGRE TISRDNAQNPY YLOMNSLRPEDTAVYYCAVYR
RTYISSTYSESSEYDYWGQGTLVTVSS

RANKL13hum5-IgGl 1, SEQ ID NO: 774; PRT; -»
EVQLVESGGGLVQPGGSLRLS CAASGFTFS SYPMGWFRQAPGKGREFVS ST TGSGGSTYYADSVKGRFTISR
DNAKNTLYLOMNSLRPEDTAVYYCAAY IRPDTYLSRDYRKYDYWGQGTLVTVS SGGGGSGGGSGGGESGGES
EPKS SDKTHTCPPCPAPELLGGPSVFLEPPKPKDTLMI SRTPEVTCVVVDV SHEDPEVKFNWYVDGVEVHNA
KTKPREEQYNSTYRVVSVLTVLHQDWLNGKEYKCKVSNKALPAPI EKIISKAKGQPREPQVY TLPPSRDELT
KNQVSLTCLVKGFYPSDIAVEWESNGQPENNYKTTPPVLDSDGPFFLYSKLTVDKSRWQQGNVFSCSVMHEA
LHNHYIQKSLSLSPGK

RANKL13hum5-IgGl 2, SEQ ID NO: 775; PRT; -»
EVQLVESGGGLVQPGGSLRLS CAASGFTFS SYPMGWFRQAPGKGREFVS ST TGSGGSTYYADSVKGRFTISR
DNAKNTLYLOMNSLRPEDTAVYYCAAY IRPDTYLSRDYRKYDYWGQGTLVTVS SGGGGSGGGSGGGESGGES
GGGGSDKTHTCPPCPAPELLGGPSVFLEPPKPKDTLMI SRTPEVTCVVVDY SHEDPEVKEFNWYVDGVEVHNA
KTKPREEQYNSTYRVVSVLTVLHQDWLNGKEYKCKVSNKALPAPI EKTISKAKGQPREPQVY TLPPSRDELT
KNQVSLTCLVKGFYPSDIAVEWESNGQPENNYKTTPPVLDSDGPFFLYSKLTVDKSRWQQGNVFSCSVMHEA
LHNHYTQKSLSLSPGK

RANKL13hum5-IgGl 3, SEQ ID NO: 776; PRT; -»
EVQLVESGGGLVQPGGSLRLS CAASGETFS SYPMGWFRQAPGKGREFVS ST TGSGGSTYYADSVKGRFTISR
DNAKNTLYLOMNSLRPEDTAVYYCAAY IRPDTYLSRDYRKYDYWGQGTLVTVS SGGGGSGGGSGGGESGGES
GGGGSGGGGS CPPCPAPELLGGPSVFLEPPKPKDTLMI SRTPEVTCYVVDY SHEDPEVKENWYVDGVEVHNA
KTKPREEQYNSTYRVVSVLTVLHQDWLNGKEYKCKVSNKALPAPI EKTISKAKGQPREPQVY TLPPSRDELT
KNQVSLTCLVKGFYPSDIAVEWESNGQPENNYKTTPPVLDSDGPFFLYSKLTVDKSRWQQGNVFSCSVMHEA
LHNHYIQKSLSLSPGK

RANKL13hum5-IgGl 4, SEQ ID NO: 777; PRT; -»
EVQLVESGGGLVQPGGSLRLS CAASGETFS SYPMGWFRQAPGKGREFVS ST TGSGGSTYYADSVKGRFTISR
DNAKNTLYLOMNSLRPEDTAVYYCAAY IRPDTYLSRDYRKYDYWGQGTLVTVS SCPPCPAPELLGGPSVELE
PPKPKDTLMI SRTPEVTCVVVDVSHEDPEVKENWYVDOVEVHNAKTKPREEQYNS TYRVVSVLTVLHQODWLN
GKEYKCKVSNKALPAPIEKTISKAKGQPREPQVY TLPPSRDELTKNQVSLTCLVKGFYPSDIAVEWESNGQP
ENNYKTTPPVLDSDGPFFLYSKLTVDKSRWQQGNVF SCSVMHEALHNHY TQKS LSLSPGK

RANKL13hum5-IgG2 1, SEQ ID NO: 778; PRT; -»
EVQLVESGGGLVQPGGSLRLS CAASGFTFS SYPMGWFRQAPGKGREFVS ST TGSGGSTYYADSVKGRFTISR
DNAKNTLYLOMNSLRPEDTAVYYCAAY IRPDTYLSRDYRKYDYWGQGTLVTVS SGGGGSGGGSGGGESGGES
GGGSERKCCVECPPCPAPPVAGPSVFLEPPKPKDTLMI SRTPEVTCVVVDY SHEDPEVQFNWYVDGMEVHNA
KTKPREEQFNSTFRVVSVLTVVHQDWLNGKEYKCKVSNGSLPAPI EKTI SKTKGQPREPQVY TLPPSREEMT
KNQVSLTCLVKS FYPSDIAVEWESNSQPENNYKTTPPMLDSDGSFFLYSKLTVDKSRWQQGNVFSCSVMHEA
LHNHYTQKSLSLSPGK

RANKL13hum5-IgG2 2, SEQ ID NO: 779; PRT; -»
EVQLVESGGGLVQPGGSLRLS CAASGFTFS SYPMGWFRQAPGKGREFVS ST TGSGGSTYYADSVKGRFTISR
DNAKNTLYLOMNSLRPEDTAVYYCAAY IRPDTYLSRDYRKYDYWGQGTLVTVS SGGGGSGGGSGGGESGGES
GGGGSGGGSGES CCVECPPCPAPPVAGPSVFLFPPKPKDTLMI SRTPEVTCVVVDVSHEDPEVQFNWYVDGM
EVHNAKTKPREEQFNSTFRVVSVLTVVHODWLNGKEYKCKVSNKGLPAPIEKT I SKTKGQPREPQVYTLPPS
REEMTKNQVSLTCLVKGFYPSDIAVEWESNGQPENNYKTTPPMLDSDGSFFLY SKLTVDKSRWQQGNVFSCS
VMHEALHNHY TQKSLSLSPGK

RANKL13hum5-IgG2 3, SEQ ID NO: 780; PRT; -»
EVQLVESGGGLVQPGGSLRLS CAASGETFS SYPMGWFRQAPGKGREFVS ST TGSGGSTYYADSVKGRFTISR
DNAKNTLYLOMNSLRPEDTAVYYCAAY IRPDTYLSRDYRKYDYWGQGTLVTVS SGGGGSGGGSGGGESGGES
GGGGSGGGSGGGSGGSCCVECPPCPAPPVAGP SVFLFPPKPKD TLMI SRTPEVTCVVVDVSHEDPEVQFNWY
VDGMEVHNAKTKPREEQFNSTFRVV SVLTVVHQDWLNGKEYKCKVSNKGLPAPIEKTI SKTKSQPREPQVY T
LPPSREEMTKNQVSLTCLVKGFYPSDI AVEWESNGQPENNYKT TPPMLDSDGS FFLYSKLTVDKSRWQQGNYV
FSCSVMHEALHNHYTQKSLSLSPGK

RANKL13hum5-IgG2 4, SEQ ID NO: 781; PRT; -»
EVQLVESGGGLVQPGGSLRLS CAASGETFS SYPMGWFRQAPGKGREFVS ST TGSGGSTYYADSVKGRFTISR
DNAKNTLYLOMNSLRPEDTAVYYCAAY IRPDTYLSRDYRKYDYWGQGTLVTVS SCCVECPPCPAPPVAGPSY
FLFPPKPKDTLMISRTPEVTCVVVDVSHEDPEVQFNWYVDGMEVHNAKTKPREEQFNS TFRVVSVL TVVHQD
WLNGKEYKCKVSNKGLPAPIEKTISKTKGQPREPQVYTLPPSREEMTKNQVSLTCLVKGEFYPSDIAVEWESN
GQPENNYKTTPPMLDSDGSFFLYSKLTVDKSRWQQGNVFS CSVMHEALHNHYTQKSLSLSPGK

RANKL18humé-IgGl 1, SEQ ID NO: 782; PRT; ->
EVQLVESGGGLVQPGGSLRLS CAASGRTFSRS AMGWFRQAPGKGREFVGFI TGSGGTTYYADSVKGRFTISR
DNAQNPVYLOMNSLRPEDTAVYYCAVYRRTYISSTYSESSEYDYWGQGTLY TVSSGGGGSGGGSGGGESGGE
SEPKSSDKTHTCPPCPAPELLGGPSVFLFPPKPKDTLMISRTPEVTCVVVDVSHEDPEVKFNWY VDGVEVHN
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TABLE B-6-continued

Constructs of the humanized NANOBODIES against RANK-L

<Name, SEQ ID #; PRT (protein); -»>
Sequence

AKTKPREEQYNSTYRVVSVLTVLHQDWLNGKEYKCKVSNKALPAPIEKTISKAKGQPREPQVYTLPPSRDEL
TKNQVSLTCLVKGFYPSDIAVEWESNGQPENNYKTTPPVLDSDGPFFLYSKLTVDKSRWQQGNVFSCSVMHE
ALHNHYTQKSLSLSPGK

RANKL18humé-IgGl 2, SEQ ID NO: 783; PRT; -»

EVQLVESGGGLVQPGGSLRLS CAASGRTFSRSAMGNFRQAPGKGREFVGFI TGSGGTTYYADSVKGRFTISR
DNAQNPVYLOMNSLRPEDTAVYYCAVYRRTYISSTYSESSEYDYWGQGTLY TVSSGGGGSGGGSGGGESGGE
SGGGGSDKTHTCPPCPAPELLGGPSVFLFPPKPKDTLMISRTPEVTCVVVDVSHEDPEVKFNWY VDGVEVHN
AKTKPREEQYNS TYRVVSVLTVLHQDWLNGKEYKCKVSNKALPAPIEKT ISKAKGQPREPQVYTLPPSRDEL
TKNQVSLTCLVKGFYPSDIAVEWESNGQPENNYKTTPPVLDSDGPFFLY SKLTVDKSRWQQGNVFS CSVMHE
ALHNHYTQKSLSLSPGK

RANKL18humé-IgGl 3, SEQ ID NO: 784; PRT; -»>

EVQLVESGGGLVQPGGSLRLS CAASGRTFSRSAMGNFRQAPGKGREFVGFI TGSGGTTYYADSVKGRFTISR
DNAQNPVYLOMNSLRPEDTAVYYCAVYRRTYISSTYSESSEYDYWGQGTLY TVSSGGGGSGGGSGGGESGGE
SGGEGSGEGESCPPCPAPELLGGPSVEFLFPPKPKDTLMISRTPEV TCVVVDVSHEDPEVKFNWY VDGVEVHN
AKTKPREEQYNS TYRVVSVLTVLHQDWLNGKEYKCKVSNKALPAPIEKT ISKAKGQPREPQVYTLPPSRDEL
TKNQVSLTCLVKGFYPSDIAVEWESNGQPENNYKTTPPVLDSDGPFFLY SKLTVDKSRWQQGNVFS CSVMHE
ALHNHYTQKSLSLSPGK

RANKL18humé-IgGl 4, SEQ ID NO: 785; PRT; -»>

EVQLVESGGGLVQPGGSLRLS CAASGRTFSRSAMGNFRQAPGKGREFVGFI TGSGGTTYYADSVKGRFTISR
DNAQNPVYLOMNSLRPEDTAVYYCAVYRRTYISSTYSESSEYDYWGQGTLY TVSSCPPCPAPELLGGPSVEL
FPPKPKDTLMISRTPEVTCVVVDVSHEDPEVKENWYVDGYEVENAKTKPREEQYNS TYRVVSVLTVLHQDWL
NGKEYKCKVSNKALPAPIEKT I SKAKGQPREPQVYI LPPSRDELTKNQVSLTCLVKGFYPSD IAVEWESNGQ
PENNYKTTPPVLDSDGPFFLY SKLTVDKSRWQOGNVEFS CSVMHEALHNHYTQKSLSLSPGK

RANKL18humé-IgG2 1, SEQ ID NO: 786; PRT; ->

EVQLVESGGGLVQPGGSLRLS CAASGRTFSRSAMGNFRQAPGKGREFVGFI TGSGGTTYYADSVKGRFTISR
DNAQNPVYLOMNSLRPEDTAVYYCAVYRRTYISSTYSESSEYDYWGQGTLY TVSSGGGGSGGGSGGGESGGE
SGGGSERKCCVECPPCPAPPVAGPSVFLFPPKPKDTLMISRTPEVTCVVVDVSHEDPEVQFNWY VDGMEVHN
AKTKPREEQFNS TFRVVSVLTVVHQDWLNGKEYKCKVSNKGLPAPIEKT ISKTKGQPREPQVYTLPPSREEM
TKNQVSLTCLVKGFYPSDIAVEWESNGQPENNYKTTPPMLDSDGS FFLY SKLTVDKSRWQQGNVFS CSVMHE
ALHNHYTQKSLSLSPGK

RANKL18humé-IgG2 2, SEQ ID NO: 787; PRT; -»

EVQLVESGGGLVQPGGSLRLS CAASGRTFSRSAMGNFRQAPGKGREFVGFI TGSGGTTYYADSVKGRFTISR
DNAQNPVYLOMNSLRPEDTAVYYCAVYRRTYISSTYSESSEYDYWGQGTLY TVSSGGGGSGGGSGGGESGGE
SGGEGSGEGSGESCCVECPPCPAPPVAGPSVFLFPPKPKD TLMISRTPEVT CVVVDVSHEDPEVQFNWYVDG
MEVHNAKTKPREEQFNS TFRVVSVLTVVHQDWLNGKEYKCKVSNKGLPAPI EKTISKTKGQPREPQVYTLPP
SREEMTKNQVSLTCLVKGFYPSDIAVEWESNGOPENNYKT TPPMLDSDGSFFLYSKLTVDKSRWQQGNVESC
SVMHEALHNHYTQKSLSLSPGK

RANKL18humé-IgG2 3, SEQ ID NO: 788; PRT; -»

EVQLVESGGGLVQPGGSLRLS CAASGRTFSRSAMGNFRQAPGKGREFVGFI TGSGGTTYYADSVKGRFTISR
DNAQNPVYLOMNSLRPEDTAVYYCAVYRRTYISSTYSESSEYDYWGQGTLY TVSSGGGGSGGGSGGGESGGE
SGGEGSCGEESCGEGSGES CCVECPPCPAPPVAGPSVFLFPPKPKDTLMISRTPEVTCVVVDVSHEDPEVQENW
YVDGMEVHNAKTKPREEQFNS TFRVVSVLTVVHQDWLNGKEYKCKVSNKGLPAPIEKTISKTKGQPREPQVY
TLPPSREEMTKNQVSLTCLVKGFYPSDIAVENESNGOPENNYKTTPPMLDS DGSFFLY SKLTVDKSRWQQGN
VFSCSVMHEALHNHYTQKSLSLSPGK

RANKL18humé-IG2 4, SEQ ID NO: 789; PRT; ->

EVQLVESGGGLVQPGGSLRLS CAASGRTFSRSAMGNFRQAPGKGREFVGFI TGSGGTTYYADSVKGRFTISR
DNAQNPVYLOMNSLRPEDTAVYYCAVYRRTYISSTYSESSEYDYWGQGTLY TVSSCCVECPPCPAPPVAGPS
VFLFPPKPKDTLMI SRTPEVTCVVVDVSHEDPEVQFNWYVDGMEVHNAKTKPREEQFNS TFRVVSVLTVVHQ
DWLNGKEYKCKVSNKGLPAPIEKI I SKTKGQPREPQVY TLPPSREEMTKNQVSLTCLVKGFYPSDIAVEWES
NGQPENNYKT TPPMLDSDGSFFLYSKLTVDKSRWNQQGNVEFSCSVMHEALHNHY TOKSLSLSPGK

CabLys3-Alb11-13H5, SEQ ID NO: 815; PRT; ->

DVQOLQASGGGSVQAGGS LRLS CAASGY TIGPY CMGWFRQAPGKEREGVAAINMGGG I TYYADSVKGRFTISQ
DNAKNTVYLLMNSLEPEDTAI YYCAADSTI YASYYECGHGLSTGGYGYDSWGQGTQVTVS SGGGGSGGGSEY
QLVESGGGLVQPGNSLRLS CAASGFTF S SFGMSWVRQAPGKGLEWVS ST SGSGSDTLYADSVKGRETISRDN
AKTTLYLQMNSLRPEDTAVYYCTIGGSLSRSSQGTLYTVS SCEGGSCGESEVQLVESGEGLYQPGGESLRLSC
AASGFTFSSYPMGWFRQAPGKGREFVSSITGSGGSTYYADSVKGRET I SRONAKNTLYLOMNSLRPEDTAVY
YCAAYIRPDTYLSRDYRKYDYWGQGTLVTVSS

13H5-CabLys3-13H5, SEQ ID NO: 816; PRT; -»
EVQLVESGGGLVQPGGSLRLS CAASGETFS SYPMGWFRQAPGKGREFVS ST TGSGGSTYYADSVKGRFTISR
DNAKNTLYLOMNSLRPEDTAVYYCAAY IRPDTYLSRDYRKYDYWGQGTLVTVS SGGGGSGGGSDVQLOASGE
GSVQAGGSLRLS CAASGYTIGPYCMGWFRQAPGKEREGVAAINMGGG I TYYADSVKGRET I SQDNAKNTVYL
LMNSLEPEDTAIYYCAADSTIYASYYECGHGLSTGGYGYDSWGQGTQVTVS SGGGGSCGGSEVQLVESGGGL
VQPGGSLRLS CAASGFTFSSYPMGWFRQAPGKGREFVS ST TGSGGSTYYADSVKGRFT ISRDNAKNTLYLOM
NSLRPEDTAVYYCAAYIRPDTYLSRDYRKYDYWGQGTLV

242
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TABLE B-7

NANOBODIES against human gerum albumin

SEQ ID
Name Sequence NO

ALB-1 EVQLVESGGGLVQPGNSLRLSCAASGFTFRSFGMSWVRQAPGKEP 790
EWVSSISGSGSDTLYADSVKGRFTISRDNAKTTLYLQMNSLKPEDT
AVYYCTIGGSLSRSSQGTQVTVSS

ALB-12 EVQLVESGGGLVQPGNSLRLSCAASGFTFSSFGMSWVRQAPGKGL 791
EWVSSISGSGSDTLYADSVKGRFTISRDNAKTTLYLQMNSLRPEDT
AVYYCTIGGSLSRSSQGTLVTVSS

TABLE B-8 15 TABLE B-8-continued
Linkers used in the NANOBODY constructs Linkers used in the NANOBODY constructs
SEQ ID SEQ ID
Linker Sequence NO Linker Sequence NO
20

9GS linker GGGGSGGGS 792

25GS linker ggggsggggsggagsggyggsgggys 795
15GS linker ggggsggggsggggs 793

30GS linker GGGGSGGGGSGGGGSGGGGSGGGGSGGGGS 796

20GS linker GGGGSGGGGSGGGGSGGGGS 794

TABLE C-1

Anti-RANK-L NANOBODY sequences obtained as described in Example 1. The
Nanobody sequences are grouped by family. Unique sequences are indicated.

UNIQUE SEQUENCES

RANKLPMP2G8 (RANKL3)

evglvesggklvgaggslrlscavsgrtss--

IYNMAwf rgqgpgkgresvgRIYWSDDNTYYADSVKGrftisrdnatntvylgmnslkpedtavyycagKTTKWSLEYDY------- wgqggtgvtvss
RANKLPMP2B9 (RANKL2)

evglvesggglvgpggslrlscaasgftfs--
SYYMSwvrgapgkglewvsSIYSDGSTTDYADSVKGrftisrdnakntlnlgmnslksedtavyycakDANSGGLEYDY------- wgqggtgvtvss
RANKLPMP4HS (RANKL6)

evglvesggglmgtggslrlscaasgvtys--YYTASwfrgapgkerefvaAISPSG-
NTYYADSVKGrftisrdngkhtmylgqmnslnpedtavyfcaiRATDSIYYASSYRH- - - -wgqgtgvtvss

RANKLPMP4G8 (RANKL5)

evglvesggglvgaggslrlscaasgrtig--
GPTMAwfrqapgkerdfvaSITSSGSTIFYADSVKGrftisrdngkktmtlemdslkpedtavyycaaKIRGKVTVDYFDYAY- - -wgggtgvtvss
RANKLPMP7B4 (RANKL7)

evglveseggpvgsggslrlscaasgrtfs--
vstiawfrgapgegrefvaaiypsgrnayvadsvkgrftisrdnakktvylgmnslkpedtaayycaahgpsgsyysaeayay---wgqgtqvtvss
RANKLPMPOF10 (RANKL11)

evglvesggglvgaggslrlscaasgrtfs--
SKTMGwfrgppgnerefvaAITPTSRTTYYADSVKGrftisrdnakntvslgmnslkfedtaayycvaVRRYGSPPHDGSSYEY - -wgggtgvtvss
RANKLPMP9B3 (RANKL10)

evglvesggglvgaggslrlscaasgitfs--
SRTMGwfrgapgkerefvaAITPSSRTTYYADSVKGrftisrdnakntvllgmnslkpedtavyycaaERTYGSNYTRPTAWNY - -wgggtgvtvss
RANKLPMP4F12 (RANKL4)

kvglvesggglvgtgdslrlscaasgraig--
SYAMGwfrgapgkerefvaVINYRGSSLKYADRVKGrftisrdnaknmvylgmnslkpddtavyycaaQTSGADFGTTPQRYTY - -wgggtgvtvss
RANKLPMP9B1 (RANKL1)

evglvesggglvgaggslrlscavsgrtfs--

SSTMAwE rgppggerdfvaSISTSGTRTLYADSVKGrftisrdnakstgylgmnslkpedtavyfcaaVNRRGWEFWRLASGYDY-wglgagvtvss
RANKLPMP7E3 (RANKLS)

evglvesgggsvgpggslrlscaasggtfs--
RYAMGwfrqgapgkerefvsAISVGGTYQYYVDSVKGrftisrdnaestvylgmnslkpedtavyycagDASPYGYLREYTATRFDYwgggtgvtvss
RANKLPMP8A11l (RANKLY)

evglvesggglvgaggslrltcaasgrtfr--
SYAMGwfrgapgkerefvaAINYSGGSTNYADSVKGrftisrdnakntlylgmnslepedtavyycaaGSGYASLSYYSTERAYTYwgggtgvtvses

FAMILIES
FAMILY 1

RANKLPMP9B6 (RANKL12)

evglvesgggwmgaggslrlscaasgrtft-----
MAwfrgapgkerefvaAITGSGRSTYYTDSVKGrftisrdnakntaylgmkslkpedtavyycagLRGLG-LEYDSAKS-YSYwgqgtgvtvss
RANKLPMP4B3

evglvesgggwmgaggslrlscaasgrtft-----
MAwfrgasgkerefvaAITGSGRSTYYTDSVKGrftisrdnakntaylgmkslkpedtavyycagLRGLG-LEYDSAKS-YSYwgggtgvtvss
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TABLE C-1-continued

Anti-RANK-L NANOBODY sequences obtained as described in Example 1. The
Nanobody sequences are grouped by family. Unique sequences are indicated.

FAMILY 2

RANKLPMP1C7 (RANKL13)

evglvesggglvgaggslrlscaasgrtfr--
SYPMGwfrgapgkerefvaSITGSGGSTYYADSVKGrftisrdnakntvylgmnslrpedtavyscaaYIRPDTYLSRDYRKYDY -wgggtgvtvss
RANKLPMP2E11l

EV*LVESGGGLVQAGGSLRLSCAASGRTFR- -
SYPMGWFRQAPGKEREFVASITGSGGSTYYADSVKGRFTISRDNAKNTVYLOMNSLRPEDTAVYSCAAYIRPDTYLSRDYRKYDY -WGQGTQVTVSS

FAMILY 3

RANKLPMP2A6

evglvesggglvgaggslrlscaasgltss--RYTMSwirgdpgkerefvaAVPLSG-
NTYYADPVRGrftisrdnakntvdlgmnslkpedtavyycaaRASGSIFNRGS- - - - YAYwgggtgvtvss

RANKLPMP6B8 (RANKL14)
evglvesggglvgaggslrlscaasgrtss--YYTMSwirgdpgkerefvaAVPLSG-

NTYYADPVRGrftisrdnakntadlgmnslkpedtavyycaaRASGSIYNRGS- - - - YAYwgggtgvtvss
RANKLPMP1F2

evglvesggglvpaggslrlscaasgltdr--RYTMSwirgdpgkerefvaAVPLSG-
NTYYADPVRGrftisrdnakntvdlgmnslkpedtavyycaaRASGSIFNRGS- - - - YAYwgggtgvtvss
RANKLPMP2D4

evglvesggglvpaggslrlscaasgltdr--RYTMSwirgdpgkerefvaAVPLSG-
NTYYADPVRGrftisrdnakntvdlgmnslkpedtavyycaaRASGSIFNRGS- - - - YAYwgggtgvtvss
FAMILY 4

RANKLPMP7B2

evglvesggglvgaggslrlscaaaggtfr--
NYVMGwfrgapgkerefvtAISTGGSWTGYVDSVKDrftisrdntkntvylgmaslkpedtavyycaaTMPATTYLPR- SERQYDYwgggtgvtvss
RANKLPMP7C5 (RANKL15)

evglvesggglvgaggslrlscaaaggtfr--
NYVMGwfrgapgkerefvtAISTGGSWTGYVDSVKDrftisrdntkntvylgmaslkpedtavyycaaTTPATTYLPR- SERQYDYwgggtgvtvss
RANKLPMP7AL11

evglvesggglvgaggsltlscaaagftfr--
RYVMGwfrgapgkerefvaAISTGGTWTGYVDSVKDrftisrdntkntvylgmaslkpedtavyncaaTTPTTSYLPR- SERQYEYwgggtgvtvss
RANKLPMP7F1

evglvesggglvgaggslrlscaaagctfr--
NYVMGwErgapgkerefvtAISTGGTWTGYVDSVKDrftisrdntkntvnlgmaslkpedtavyycaaTTPTTSYLPR- SERQYEYwgggtgvtvss
RANKLPMP7H5

evglvesggglvgaggslrlscaaaggtfr--
NYVMGwfrgapgkerefvaAISTGGSWTGYVDSVKDrftisrdntkntvylgmvslkpedtavyycaaTTPATTYLPR- SERQYDYwgggtgvtvss
RANKLPMP7E7

evglvesggglvgaggslrlscaaaggtfr--
NYVMGwfrgapgkerefvtAISAGGSWTGYVDSVKDrftisrdntkntvylgmaslkpedtavyycaaTTPATTYLPR- SERQYDYwgggtgvtvss
RANKLPMP7E2

evglvesggglvgaggslrlscaaagytfr--
AYVMGwErgapgkerefvaGISTGGTWTGYVDSVKDrftisrdntkntvylgmaslkpedtavyycaaTTPVTSYLPR- SERQYEHwgggtgvtvss
RANKLPMP3H10

evglvesggglvgsggslrlscaaagyt frARAYVMGwErgapgkerefvaAI STGGTWTGYVDSVKDrftisrdntkntmylgmaslkpedtavy
ycaaTTPSTSYLPR-SERQYEYwgggtgvtvss

RANKLPMP7F8

EVQLVESGGGLVQAGGSLRLSCAAAGGTFR- -
NYVMGWFRQAPGKEREFVTAISTGGSWTGYVDSVKDRFTISRDNTKNTVYLHMASLKPEDTAVYYCAATTPVTTYLPR- SERQYDYWGQGTQVTVSS
RANKLPMP7F6

EVQLVESGGGLVQAGDSLRLSCAAAGFTFR- -
RYVMGWFRQAPGKEREFVAAISTGGTWTGYVDSVKDRFTISRDNTKNTVYLOMASLKPEDTAVYNCAATTPTTSYLPR- SERQYEYWGQGTQVTVSS

FAMILY 5

RANKLPMP7G8 (RANKL5)
evglvesggglvgaggslrlscvasrrtfs--SYAMGwirgvpgkerdfvaAISTG-
SITTYGDSVKGrftisrdnakntvylgmnslkpedtavyycaaGKREPYLRQYTASNPYDYwgqgtgvtvss
RANKLPMP7F9

evglvesggglvgaggslrlscvasrrtfs--SYAMGwirgvpgkerdfvaAISTG-
SITTYGDSVKGrftisrdnakntvylgmnslkpedtavyycaaGKREPYLRQYTASNPYDYwgqgtgvtvss
RANKLPMP7E6

evglvesggglvgaggslrlscvaskrtfa--SYAMGwirgvpgkerdfvaAITTG-
SITTYADSVKGrfaisrdnakntvylgmnslkpedtavyycaaGNREPYLRQYTASNPYDYwgqgtgvtvss

FAMILY 6

RANKLPMP4F4

evqglvesggglvgvgdslrlsceasgrsri-
STYVMGwfrgapgkerefvaAVSWSSGNAYYIDSAKGrfatsrdtaknimylgmnslkpedtavytcaaGRGYGLLSEYTQAPRYDYwgqgtgvtvss
RANKLPMP9C2 (RANKL17)

evqglvesggglvgvgdslrlsceasgrsri-
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TABLE C-1-continued

Anti-RANK-L NANOBODY sequences obtained as described in Example 1. The
Nanobody sequences are grouped by family. Unique sequences are indicated.

STYVMGwfrgapgkerefvaAVSWSSGNAYYIDSAKGrfatsrdtaknimylgmnslkpedtavytcaaGRGYGLLSEYTQAPRYDYwgqgtgvtvss
RANKLPMP7B11

evqglvesggglvgvgdslrlsceasgrsri-
STYVMGwfrqgapgkerefvaAISWSSGNAYYIDSAKGrfatsrdtaknimylgmnslkpedtavyscaaGRGYGLLSEYTQAARYDYwgqgtgvtvss

FAMILY 7

RANKLPMPOHO

evglvesggglvgaggslrlscaasgrtfs--
RSAMGwfrgapgkerefvgFITGSGGTTYYGESVKGrftisrdnagnpvylgmnslkpedtavyycgvYRRTYISSTYSESSEYDYwgggtgvtvss
RANKLPMP9G3

evglvesggglvgaggslrlscaasgrtfs--
RSAMGwfrgapgkerefvgFITGSGGTTYYGESVKGrftisrdnagnpvylgmnslkpedtavyycavYRRTYISSTYNESSEYDYwgqgtgvtvss
RANKLPMPOE3

evglvesggglvgaggslrlscaasgrtfs--
RSAMGwfrgapgkerefvgFITGSGGTTYYGESVKGrftisrdnagnpvylgmnslkpedtavyycgvYRRTYISSTYSESSEYDYwgggtgvtvss
RANKLPMP7H9

evglvesggglvgaggslrlscaasgrtfs--
RSAMGwfrgapgkerefvgFITGSGGTTYYGESVKGrftisrdnagnpvylgmnslkpedtavyycgvYRRTYISITYSESSDYDYwgqgtgvtvss
RANKLPMP4C3

evglvesggglvgaggslrlscaasgrtfs--
IsAMGwErgapgkerefvcFITGSGGTTYYGESVKGrftisrdnagnpvylgmnslkpedtavyycgvYRRTYISSTYSESSEYDYwgggtgvtvss
RANKLPMP9G6

evglvesggglvgaggslrlscaasgrtfs--
RSAMGwfrgapgkerefvgFITGSGGTTYYGESVKGrftisrdnagnpvylgmnslkpedtavyycgvYRRTYISSTYSESSEYDYwgggtgvtvss
RANKLPMP7F11 (RANKL18)

evglvesggglvgaggslrlscaasgrtfs--
RSAMGwfrgapgkerefvgFITGSGGTTYYGESVKGrftisrdnagnpvylgmnslkpedtavyycgvYRRTYISSTYSESSEYDYwgggtgvtvss
RANKLPMP7B12

evglvesggglvgaggslrlscaasgrtfs--
RSAMGwfrgapgkerefvgFITGSGGTTYYGESVKGrftisrdnagnpvylgmnslkpedtavyycgvYRRTYISSTYSESSEYDYwgggtgvtvss
RANKLPMP7G3

evglvesggglvgaggslrlscaasgrtfs--
RSAMGwfrgapgkerefvgFITGSGGTTYYGESVKGrftisrdnagnpvylgmnslkpedtavyycavYRRTYISSTYNESSEYDYwgqgtgvtvss
RANKLPMPOC12

evglvesggglvgaggslrlscaasgrtfs--
RSAMGwfrgapgkerefvgFITGSGGTTYYGESVKGrftisrdnagnpvylgmnslkpedtavyycgvYRRTYISSTYSESSEYDYwgggtgvtvss

FAMILY 8

RANKLPMP1D8

evglvesggglvgagdslrlscaasgrift-----
MGwfrgapgkerefvaAISGSGSITNYADSVKGrftisrdyakttvilgmnslkpedtavyycaaYVRTPYYSSYYDSTKYEYwgggtgvtvss
RANKLPMP1A2

evglvesggglvgagdslrlscaasgrtft-----
MGwfrgapgkerefvaFISGSGSVTNYTDSVKGrftisrdhakntvilgmnslkpedtavyycaaYLRGPYYSSFYDSTKYEYwgggtgvtvss
RANKLPMP6C8 (RANKL19)

evglvesggglvgagdslrlscaasgrtvt-----
MGwfrgapgkerefvaSITGSGSVTNYADSVKGrftisrdnakntvilgmnslkpedtavyycaaYLPSPYYSSYYDSTKYEYwgggtgvtvss
RANKLPMP1ES5

evglvesggglvgagdslrlscaasgrtft-----
MGwfrrapgterefvaSISGSGKITNYADSVKGrftisrdhaknavilgmdglkpedtavyycaaYLRSPYYSSYYDSAKYEYwgggtgvtvss
RANKLPMP2F4 (RANKL20)

evglvesggglvgagdslrlscaasgrtft-----
MGwfrgapgterefvaAISGSGKITNYADSVKGrftisrdhakntvilgmdslkpedtavyycagYLRSPYYSSFYDSAKYEYwgggtgvtvss
RANKLPMP2B8

evglvesgggsvgagdslrlscaasgrtft-----

MGwfrgapgterefvaAI SGSGKITNYADSVKGrftisrdhamntvilgmdslkpedtavyycaaYLRSPYYSSYYDSAKYEYwgggtgvtvss
RANKLPMP2C5

evglvesggglvgagdslrlscaasgrtft-----

MGwfrgapgterefvaAI SGSGKITNYADSVKGrftisrdhakntvilgmdslkpedtavyycaaYLRSPYYSSYYDSAKYEYwgggtgvtvss
RANKLPMP2B4

evglvesggglvgagdslrlscaasgrtft-----
MGwfrgapgterefvaAISGSGKITNYADSVKgrftisrdhakntvilgmdslkpedtavyycaaYLRSPYYSSYYDSAKYEYwgggtgvtvss
RANKLPMP2AS5

evglvesggglvgagdslrlscaasgrtft-----

MGwfrgapgterefvaAI SGSGKITNYADSVKGrftisrdhakntvilgmdslkpedtavyycaaYLRSPYYSSYYDSAKYEYwgggtgvtvss
RANKLPMP2D7

evglvesggglvgagdslrlscaasgrtft-----

MGwfrgapgterefvaAI SGSGKITNYADSVKGrftisrdhakntvilgmdslkpedtavyycaaYLRSPYYSSYYDSAKYEYwgggtgvtvss
RANKLPMP2G4

evglvesggglvgagdslrlscaasgrtft-----

MGwfrgapgterefvaAI SGSGKITNYADSVKGrftisrdhakntvilgmdslkpedtavyycaaYLRSPYYSSYYDSAKYEYwgggtgvtvss
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TABLE C-1-continued

Anti-RANK-L NANOBODY sequences obtained as described in Example 1. The
Nanobody sequences are grouped by family. Unique sequences are indicated.

FAMILY 9

RANKLPMP7A8

emglvesggglvgaggslrlscvaskrtfa--SYAMGwirgvpgkerdfvaAISTH-
SITVYADSVKGrftisrdnakntvylgmntlkpedtavyycaaGNREPYLRQY1ASNPYDYwgqgtgvtvss
RANKLPMP7Cé6 (RANKL21)
evglvesggglvgaggslrlscvasrrtfn--SYAVGwirgvpgeerdfvaAISTG-
SVTIYADSVKGrftisrdnakntvylgmnslkpedtavyycaaGNREPYLRQYTASNPYDYwgqgtgvtvss
RANKLPMP7A5

evglvesggglvgtggslrlscvasrrtfs--SYAVGwirgvpgkerdfvaAISTG-
SVTIYADSVKGrftisrdntkntvylgmnslkpedtavyycaaGNREPYLRQYTASNPYDYwgqgtgvtvss

TABLE C-2 TABLE C-3-continued
ED50 values obtained with the 1C50 values obtained with the anti-RANK-L.
anti-RANK-I. NANOBODIES in ELISA 20 NANOBODIES in AlphaScreen assay
NANOBODY EDS0 (pM)
NANOBODY 1C50 (pM)
RANKL1 619
RANKL3 568 RANKL6 288
RANKILA4 380 25 RANKL7 459
RANKIL6 385 RANKILSE 755
RANKL7 376 RANKL9 137
RANKLS 652 RANKL11 1170
RANKLY 342 RANKLI12 627
RANKIL11 517
RANKL12 399 30 RANKL13 185
RANKI.13 226 RANKIL14 1750
RANKIL14 574 RANKL15 283
RANKL15 266 RANKL16 2250
RANKL16 953 RANKI.17 737
xgig ‘2‘2 35 RANKL18 146
RANKL19 2240
RANKL19 506
RANKL20 306 RANKI20 1360
RANKI21 861 RANKI.21 1580
RANKI.22 379 RANKI.22 3020
RANKI.23 679 40 RANKIL23 3530

TABLE C-4

Dose-dependent binding of NANOBODIES to membrane-bound human and cyno RANK-L (PE mean fluorescence)

Nanobody human RANK-L cynomolgus RANK-L

(pPM) RANKL6  RANKL9 RANKL13 RANKLI5S RANKLI8 irrelevant RANKLI13 RANKL15 RANKLI18 irrelevant

2000 12752 4865 13918 7724 7633 87 12442 10956 12032 149
400 4579 3365 5225 2641 2327 90 4107 3410 3488 140
30 1697 2279 1534 715 649 82
16 434 1350 499 250 218 77
3.2 347 381 220 124 105 84
TABLE C-3 TABLE C-5
IC50 values obtained with the anti-RANK-L 60 Comparison of monovalent and trivalent bispecific
NANOBODIES in AlphaScreen assay anti-RANK-L NANOBODIES in AlphaScreen
NANOBODY IC50 (pM) NANOBODY IC50 (pM)
RANKL1 739 RANKL3 474
RANKL3 497 65 RANKL6 777

RANKL4 582 RANKL9 341
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TABLE C-5-continued TABLE C-9

Comparison of monovalent and trivalent bispecific
anti-RANK-IL. NANOBODIES in AlphaScreen Binding of RANKL NANOBODIES on human/mouse

NANOBODY 1C50 (pM) 5 hybrids of RANK-L as described in Example 6.
RANKLI13 147
RANKL15 572 RANK-L
RANKL18 187
RANKL30 44 . . .
RANKL60 26 10 NANOBODY  hRANK-L h/m hybrid 1 Wm hybrid 2 h/m hybrid 3
RANKL90 68
RANKL130 29
RANKL150 9 RANKL3 + + + +
RANKL180 33 RANKL6 + + - +
RANKL9 + + + -
15
RANKLI13 + + - -
RANKLI15 + + - -
TABLE C-6 RANKLI8 + + + -
1
Comparison of monovalent and trivalent bispecific anti-RANK-L MoAb + + + +
NANOBODIES in cell based competitive binding assay 20
I . . . . . )
NANOBODY 1050 (pM) I\I[\é[rsggcglzofal antibody against human RANK-L (R&D Systems, Minneapolis, MN; Cat
RANKLI13 429
RANKLI15 534
RANKL18 552 25
RANKL130 55 TABLE C-10
RANKLI150 210
RANKL180 106 ) ) ) .
Dosing of the animals in the pharmacokinetics and
pharmacodynamics study as described in Example 7.
30
Dose and route of
TABLE C-7 Group Animal ID administration Single/Repeated
Potency of anti-RANK-L NANOBODIES RANKLI130 1m 10 mg/kg (IV bolus) Single
in NF-kappaB reporter gene assay 35 oF 10 mg/kg (IV bolus) Single
Compound 1C50 (nM) RANKL131 3m 15 mg/kg (infusion 8 hrs) Single
af 15 mg/kg (infusion 8 hrs) Single
RANKL13 6.205 =3.019 (n = 2) RANKL180 5m 10 mg/kg (IV bolus) Single
RANKLI15 10.03 £2.390 (n = 2) 6f 10 me/kg (IV bolus) Sinele
RANKLI18 15.24 £ 1.923 (n = 2) & ng
RANKL3 8.32 £3.747 (n = 2) 40 ALBL Tm 10 mg/kg (IV bolus) Single
RANKLI130 2.375 £2.379 (n =2) 8f 10 mg/kg (IV bolus) Single
RANKL150 6.24 = 4.765 (n = 2) Ibandronate 9m 0.15 mg/kg (IV bolus) Repeated (monthly)
RANKL180 395 +£0.183 (n=2)
OPG 6.03 (@ =1) 10f 0.15 mg/kg (IV bolus) Repeated (monthly)
TABLE C-8

Primers used for the construction of the human/mouse hybrids
as described in Example 6.

SEQ ID
Name Sequence 5' to 3! NO
T7-EEV AAGGCTAGAGTACTTAATACGA 799
RevpCIneo CTTATCATGTCTGCTCGAAGC 800
RevhRANKLM1 GGGAACCAGATGGGATGGAGGCGGCATTAATAGTGAGATGAG 801
FwhRANKLM1 CTCATCTCACTATTAATGCCGCCTCCATCCCATCTGGTTCCC 802

RevhRANKLM2 CCATTAGTTGAAGATACTCTGTAGCCACGCTTCCTGAAGTTTCATG 803

FwhRANKLM2 CATGAAACTTCAGGAAGCGTGGCTACAGAGTATCTTCAACTAATGG 804

RevhRANKLM3 CCATTAGTTGAAGATAGTCTGTAGGTAGGTCTCC 805

FwhRANKLM3 GGAGACCTACCTACAGACTATCTTCAACTAATGG 806
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TABLE C-11
Values obtained for the pharmacokinetic parameters in
the Cynomolgus Monkeys study as described in Example 7.
Parameter! cyno lm cyno 2f cyno 5m cyno 6f
Vesprea (mL/kg) 67.7 71.1 67.1 55.4
CL _eq (mL/day/ke) 7.71 7.91 5.86 5.08
MRT,,; ,0q (day) 8.79 8.98 11.5 10.9
t1 e (day)? 6.75 6.81 8.74 9.28
Met_tower Mot _sipper (d2Y) 1-39 2-51 4-51 1-32
Rty 21 0.992 0.998 0.993 0.982
t1 aeo (day)® 3.10 3.29 2.53 2.21
2 tower Mz spper (d2Y) 39-58 51-72 58-72 36-51
Rt 2o 0.994 0.985 0.991 0.984
AUCq 39 gy 1287 — 1693 —
AUCq.5) gare — 1260 — 1909
AUC,,,, (ug - day/mL) 1297 1264 1707 1970
% AUC gy pred 0.0117 0.0033 0.0046 0.0112
AUC,yp preq (Mg - day/mL) 1297 1264 1708 1970
AUC,,/ ,../D (kg - day/mL) 0.130 0.126 0.171 0.197
Al parameters were calculated with non-compartmental modelling.
“Half-life calculated on apparent beta phase.
*Half-life calculated on apparent gamma phase.
TABLE C-12 TABLE C-14
. L . 23 Activity of different NANOBODY constructs
Values obtained for the pharmacokinetic parameters in in AlphaScreen and FMAT.
the Cynomolgus Monkeys study as described in Example 7.
AlphaScreen FMAT
NANOBODY IC50(pM) IC50(pM)
Parameter! cyno 3m cyno 4f
30 RANKLI13 120 264
RANKL130 31 45
Ves_prea (mL/kg) 488 775 RANKL131 19 23
CL ,,cq (mL/day/kg) 2433 3355 RANKL133 26 ND
MRT},/ preq (2 0.200 0.231 RANKLI8 253 253
o prea (425) RANKL180 39 56
t12 2z (day) 0.787 0.843 35 RANKLI81biv 113 134
Mot tower et sgper (d2Y) 1.0-4.0 1.0-4.0 RANKLI82biv 89 76
R2t,,,. 0.970 0018 RANKLI&3biv 49 52
RANKLI18hum6Bi_25 100 38
AUCy (ug - day/mL) 6.14 445 RANKLI18hum6Bi_30 50 38
% AUC, iy, pred 0.380 0.493 RANKLO 238 130
RANKL90 63 49
) . 40
AUC,, ¢ req (g - day/mL) 6.16 4.47 RANKIO1biv 153 %0
AUC,f pred/D (kg - day/mL) 0.0004 0.0003 RANKI92biv 70 32
RANKL93biv 66 48
Al parameters calculated with non-compartmental modelling RANKLO4biv 72 30
45
TABLE C-13 TABLE C-15
Activity 9f the humanized RANKL NANOBODIES Different construct made of the humanized NANOBODIES.
in AlphaScreen and Biacore 3000.
) 0 NANOBODY SEQ
AlphaScreen Biacore NANOBODY format D ID NO
NANOBODY IC50 (pM)  Kd (s-1) Ka (M-1s-1) KD (M) RANKL13hum5-ALB012-RANKL13hum5 RANKLO008a 759
RANKL18hum6-ALB012-RANKL18hum6 RANKLO10a 760
RANKLL3 174 2.50E-04  5.00E+05  5.00E-10 RANKL13hum5-9GS-RANKL13hum5-PEG ~ RANKLOOLp 761
RANKLI3basic 159 1.89E-04  8.85E+05  2.14E-10 RANKL18hum6-30GS-RANKL18hum6-PEG ~ RANKLOO3p 762
RANKLI3huml 123 L4SE-04  1.37E+06  LOGE-10 55 pANKT13hum5-9GS-RANKL13hum5-HSA ~ RANKLOO4h 772
RANKL13hum2 191 2.32E-04  2.64E+05  8.80E-10 RANKL18hum6-30GS-RANKL18hum6-HSA RANKLO0Gh 773
RANKLI13hum3 196 1.74E-04  6.59E+05 2.64E-10
RANKLI13hum4 223 2.04E-04  3.79E+05 5.38E-10
RANKLI13hum5 91 2.10E-04  8.00E+05 2.60E-10
RANKLIS 292 5.60E-05  3.10E+05 1.80E-10
RANKL18basic 219 LOOE-04  6.12E405  163E-10 TABLE C-16
RANKLI18hum1 3153 236E-04  1.51E+05 1.56E-09 — .
RANKLI18hum?2 3186 1.73E-04  6.34E+04  2.73E-09 Activity of the different constructs of the
RANKIL18hum3 274 1.27E-04 4.41E+05 2.88E~10 humanized NANOBODIES in AlphaScreen and FMAT.
RANKLI18hum4 ND ND ND ND
RANKL18hum5 253 9.94E-05  4.29E+05 2.32E-10 AlphaScreen FMAT
RANKLI18hum6 138 6.72E-05 5.00E+05 1.60E-10 NANOBODY IC50 (pM) IC50 (pM)
RANKLI18hum?7 572 2.70E-04  1.80E-05 1.50E-09 65
RANKLI13hum3 188 137
RANKLO08a 25 36
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TABLE C-19-continued

Activity of the different constructs of the
humanized NANOBODIES in AlphaScreen and FMAT.

Dose, route and frequency of administration used

in animal model as described in Example 14.

5
AlphaScreen FMAT Route/frequency Animal
NANOBODY IC50 (pM) IC50 (pM) Group  Test Item Dose Level admin. numbers
RANKLOO1p 49 41 8 RANKLOO1p 3.0 SC/Once 22-24
RANKLO04h 48 34 9 RANKLO03p 3.0 IV/Once 25-27
RANKL130 17 42 10 10 RANKLO03p 0.3 IV/Once 28-30
RANKL18humé6 87 380 11 RANKLO03p 0.03 IV/Once 31-33
RANKL3p 25 38 12 RANKLO03p 3.0 SC/Once 34-36
RANKL10a 28 57 13 RANKL130 10 IV/Once 37-39
RANKL180 30 NA 14 RANKL130 3.0 IV/Once 40-42
15 Ibandronate 0.15 IV/Every Month 43-45
TABLE C-17
Basic pharmacokinetic parameters of NANOBODIES after a single intravenous
administration (100 pg/animal) in the male Balb/c mouse.
RANKI.008a RANKI010a RANKI001p RANKI.003p
Parameter Mean SD CV(%) Mean SD CV(%) Mean SD CV(%) Mean SD CV(%)
C(0) (g/ml) 87.2 8.2 9 80.8 255 32 - — — 122 61 50
Vss (mL) 2.03 005 2 2.73 0.72 26 - — — 1.32 0.61 46
Ve (mL) 1.16  0.11 9 1.35 0.52 39 - — — 1.08 0.77 71
Vt (mL) 0.870 0.158 18 1.38 0.21 15 - — — 0.250  0.159 64
CL (mL/day) 1.15  0.08 7 1.36 0.40 29 - — — 0.629  0.263 42
CLd (mL/day) 2.06 018 9 5.12 0.95 19 - — — 1.09 0.41 38
tialpha (hr) 3.55 035 10 2.06 0.48 23 - — — 2.99 2.41 81
tiabeta (day) 1.37 0.1 1 1.50 0.09 6 - — — 1.53 0.07 4
MRT (day) 1.77  0.08 4 2.02 0.10 5 - — — 2.08 0.09 4
AUCinf (g"day/ml)  87.4 6.2 7 77.1 19.1 25 - — — 176 60 34
AUCInf/D (day/ml) 0.874 0.062 7 0.771 0.191 25 - — — 1.76 0.60 34
TABLE C-18
Basic pharmacokinetic parameters of NANOBODIES after a single subcutaneous
administration (100 pg/animal) in the male Balb/c mouse.
RANKI.008a RANKI.010a RANKI001p RANKI003p
Parameter Mean SD CV(%) Mean SD CV(%) Mean SD CV(%) Mean SD CV(%)
V/F (mL) 2.59 034 13 239 0.10 4 4.53 4.68 103 1.01 0.29 29
CL/F (mL/hr) 1.41 019 13 1.12 001 1 1.93 2.03 105 0447  0.109 24
tlag (min) — — — — 81.9 68.5 83 — —
ti/2 absorption (hr) 20.4 6.8 33 136 04 3 7.8 1.5 19 12.2 2.8 23
ti/2 elimination (day) 1.27  0.04 3 149  0.06 4 1.65 0.04 2 1.55 0.08 5
tmax (day) 1.47  0.24 16 1.27 004 3 1.00 0.09 9 1.21 0.14 12
Cmax (ug/ml) 17.5 1.5 9 23.1 0.7 3 27.1 18.0 66 60.6 14.3 24
AUCinf (ug - hr/ml) 72.0 9.4 13 897 09 1 95.8 62.8 66 233 59 25
AUCInf/D (hr/ml) 0.720  0.094 13 0.897 0.009 1 0.958  0.628 66 2.33 0.59 25
F (%) 82.4 102 — 110-133
TABLE C-19 s TABLE C-19-continued
Dose, route and frequency of administration used
in animal model as described in Example 14. Dose, route and frequency of administration used
. in animal model as described in Example 14.
Route/frequency Animal
Group  Test Item Dose Level admin. numbers
60 Route/frequency Animal
1 RANKLO008a 3.0 IV/Once 1-3 )
5 RANKLOO08a 0.3 IV/Once 4-6 Group  Test Item Dose Level admin. numbers
3 RANKLO008a 0.03 IV/Once 7-9
4 RANKLO008a 3.0 SC/Once 10-12 16 ALBS 3.0 IV/Once 46-48
5 RANKLO0O01p 3.0 IV/Once 13-15 17 PBS Vo 19.51
6  RANKLOOIp 0.3 IV/Once 16-18 65 nee -
7 RANKLO0O01p 0.03 IV/Once 19-21
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TABLE C-20

Basic pharmacokinetic parameters of RANKLO0OSa after a single intravenous bolus
administration in the female cynomolgus monkey as described in Example 14.

3 mg/kg 0.3 mg/kg 0.03 mg/kg
parameter Mean SD Mean SD Mean SD
Vss_pred (mL/kg) 65.8 4.3 74.2 12.8 85.3 79
CL_pred (mL/day/kg) 8.33 1.71 14.0 0.6 50.8 11.0
MRTinf_pred (day) 8.07 1.37 5.29 0.68 1.72 0.31
ths Azl (day)! 7.28 0.07 5.83 0.27 — —
Azl_lower (day) — — — — —
Az1_upper (day) — — — — —
R2 tV2 hzl — — — — —
ths Az2 (day)? 1.65 1.42 1.28 0.58 1.18 0.20
Az2_lower (day) — — — — — —
Az2_upper (day) — — — — —
R2 tV2 hz2 — — — — —
AUClast (mg - day/ml) 370 74 19.5 3.0 0.546  0.186
% AUCextrap_pred 0.0510  0.0584 2.10 3.26 11.7 14.2
AUCinf pred (mg - day/ml) 370 74 20.0 34 0.609 0.140

AUCinf_pred/D (kg - day/ml) 0.124 0.025 0.0716  0.0034 0.0203  0.0047

"Half-life calculated on apparent beta phase
*Half-life calculated on apparent gamma phase

TABLE C-21

Basic pharmacokinetic parameters of RANKLOO1p after a single intravenous bolus
administration in the female cynomolgus monkey as described in Example 14.

3 mg/ke 0.3 mg/ks 0.03 mg/kg
parameter Mean SD Mean SD Mean SD
Vss_pred (mL/kg) 60.4 4.6 73.3 4.3 67.5 0.9
CL_pred (mL/day/kg) 8.69 0.82 15.0 1.5 41.3 4.5
MRTinf_pred (day) 6.95 0.13 4.90 0.51 1.64 0.18
ths Azl (day)! 5.14 0.15 4.11 0.44 — —
Azl_lower (day) — — — — —
Az1_upper (day) — — — — —
R2 tV2 hzl — — — — —
ths Az2 (day)? 1.28 0.63 1.95 0.39 1.11 0.09
Az2_lower (day) — — — — —
Az2_upper (day) — — — — —
R2 tV2 hz2 — — — — —
AUClast (mg - day/ml) 346 31 19.7 2.0 0.670  0.095
% AUCextrap_pred 0.0191  0.0072 1.65 1.18 3.95 1.97
AUCinf pred (mg - day/ml) 346 31 20.0 1.9 0.697  0.092

AUCinf pred/D (kg - day/ml) 0115 0010  0.0669 0.0065 00244 0.0026

"Half-life calculated on apparent beta phase
*Half-life calculated on apparent gamma phase

TABLE C-22

Basic pharmacokinetic parameters of RANKLOO3p after a single intravenous bolus
administration in the female cynomolgus monkey as described in Example 14.

3 mg/kg 0.3 mg/kg 0.03 mg/kg
parameter Mean SD Mean SD Mean SD
Vss_pred (mL/kg) 331 1.8 31.1 3.9 325 5.9
CL_pred (mL/day/kg) 4.49 0.04 593 0.60 149 2.9
MRTinf_pred (day) 7.38 0.34 525 050 2.21 0.37
ths Azl (day)! 5.75 1.10 457 024 —

Azl_lower (day) — — — — —
Az1_upper (day) — — — — —
R2 tV2 hzl — — — — —
ths Az2 (day)? 1.39 0.12 2.06 0.37 1.52 0.24
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TABLE C-22-continued

Basic pharmacokinetic parameters of RANKLOO3p after a single intravenous bolus
administration in the female cynomolgus monkey as described in Example 14.

parameter

Az2_lower (day)
Az2_upper (day)
R2 tV2 hz2

AUClast (mg - day/ml)

% AUCextrap_pred

AUCinf pred (mg - day/ml)
AUCinf pred/D (kg - day/ml)

3 mg/kg 0.3 mg/kg 0.03 mg/kg
Mean SD Mean SD Mean SD
647 32 50.2 4.9 1.88 0.42
3.21 5.50 1.37 019 9.19 2.03
669 5 50.9 4.9 2.06 0.42
0223 0.002 0.170 0.016 0.0688 0.0140

"Half-life calculated on apparent beta phase
“Half-life calculated on apparent gamma phase

TABLE C-23

Basic pharmacokinetic parameters of NANOBODIES after subcutaneous administration
in the female cynomolgus monkeys as described in Example 14.

parameter

Vss/F (mL/g)!

CL/F_pred (mL/day/kg)
MRTinf pred (day)*

ths Azl (day)?
Azl_lower (day)
Az1_upper (day)
R2 tV2 hzl

ths Az2 (day)?
Az2_lower (day)
Az2_upper (day)
R2 tV2 hz2

AUClast (mg - day/ml)
% AUCextrap_pred
AUCinf pred (mg - day/ml)

tmax (day)
Cmax (pg/ml)

AUCinf pred/D (kg - day/ml)

F (%)

RANKI.008a RANKI.001p __ RANKLO003p
Mean SD Mean SD Mean SD
109 11 100 8 46.1 124
7.93 0.70 11.7 02 6.66  0.65
13.8 2.4 8.56 0.78 7.08  2.66
10.9 21 5.81 028 525 023
2.07 0.99 1.86 0.8 1.03 037
380 32 256 4 452 48
0.005  0.002  0.104 0.074 0382 0.562
380 32 256 3 453 46.7
2.00 0.00 2.00  0.00 3.00 2.65
21.8 1.7 246 05 46.2 11.0
0.127  0.011 0.085 0.001  0.151 0.016
103%* 74.0%* 67.7%*

IMRT calculated as AUMC/AUC and therefore not corrected for MAT. Vss/F = MRT*CL
“Half-life calculated on apparent b phase

*Half-life calculated on apparent g phase
“Estimation of F on the 3 mg/kg dose level ignoring immunogenity and non-linearity in CL

TABLE C-24

50
Pharmacodynamic parameters (+SE) of RANKO008a,
RANKLOO1p and RANKLOO03p in the female cynomolgus
monkey as described in Example 14.
55
Parameter RANKLO008a RANKLO001p RANKLO003p
K. mM/day) 938 = 194 1201 = 235 2835 = 2758!
K,.. (1/day) 899 = 1.79 117 £ 2.1 25.9 = 19.8! 60
I 0.878 = 0.024 0.882 = 0.017 0.892 = 0.038
1Cs5 (ng/mL) 0.049 = 0.008 0.114 = 0.025 0.518 = 0.125
n 1.38 £ 0.29 1.23 £0.21 0.817 = 0.182
65

Walues could not be estimated with sufficient precision

260

TABLE C-25

Main pharmacokinetic parameters (mean +/— SD; n = 3) of
RANKILO008a and aOPGL-1 following an single i.v. bolus administration
with RANKI008a at 0.3 mg/kg or aOPGL-1 at 1 mg/kg in the female

Cynomolgus monkey.

Compound RANKILO08a aOPGL-1
Dose (mg/kg) 0.3 mg/kg 1 mg/kg
Route v v

N n=3 n=2
CO (ug/ml) 3.47 14.7
AUCinf (ug - d/ml) 22.8 94.5
ths (d) 8 6.5
Cl (ml/d/kg) 13.2 10.6
Vss (ml/kg) 77.1 72.8
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TABLE C-26

Main average pharmacodynamic parameters (mean) of RANKL008a
and aOPGL-1 following a single s.c. administration at
0.3 mg/kg (RANKL008a) or 1 mg/kg (aOPGL-1), respectively
in the female Cynomolgus monkey.

Compound RANKLO008a aOPGL-1
Dose (mg/kg) 0.3 1
Route v v

N 3 2
Tmin (d) 8 11
Rmin (%) 9 14
AUC below T (%*d) 289 212
Time below T (d) 19 17.1

T onset (d) 0.143 0.125
T offset (d) 19.2 17.2

10

15
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The terms and expressions which have been employed are
used as terms of description and not of limitation, and there
is no intention in the use of such terms and expressions of
excluding any equivalents of the features shown and
described or portions thereof, it being recognized that vari-
ous modifications are possible within the scope of the
invention.

All references disclosed herein are incorporated by ref-
erence, in particular for the teaching that is referenced
hereinabove.

SEQUENCE LISTING

The patent contains a lengthy “Sequence Listing” section. A copy of the “Sequence Listing” is available in
electronic form from the USPTO web site (http://seqdata.uspto.gov/?pageRequest=docDetail&DocID=US09475877B2).
An electronic copy of the “Sequence Listing” will also be available from the USPTO upon request and payment of the

fee set forth in 37 CFR 1.19(b)(3).

The invention claimed is:

1. A multivalent polypeptide comprising or essentially
consisting of at least two amino acid sequences that can
specifically bind to RANK-L, wherein each of the at least
two amino acid sequences essentially consists of a VHH, a
humanized VHH or a partially humanized VHH, wherein
each of the at least two amino acid sequences essentially
consists of 4 framework regions (FR1 to FR4, respectively)
and 3 complementarity determining regions (CDRI1 to
CDR3, respectively), wherein the 4 framework regions
together are an antibody framework, and in which:

CDRI1 is the amino acid sequence of SEQ ID NO: 200;

CDR2 is the amino acid sequence of SEQ ID NO: 324;

and

CDR3 is the amino acid sequence of SEQ ID NO: 448.

2. The multivalent polypeptide according to claim 1,

wherein the antibody framework of the at least two amino

acid sequences

1) has at least 85% amino acid sequence identity with the

antibody framework of a sequence selected from the
group consisting of: SEQ ID NOs: 1 to 22; and

i1) one or more of the amino acid residues at positions 11,

37, 44, 45, 47, 83, 84, 103, 104 and 108 according to
Kabat numbering is/are:

at position 11: L, M, S, V, or W;

at position 37: F, Y, H, I, L, or V;

at position 44: G, E, A, D, Q, R, S, or L;

at position 45: L, R, C, , L, P, Q, or V;

at position 47: W, L, F, A, G, , M, R, S, V, or Y;
at position 83: R, K, N, E, G, L M, Q, or T;

at position 84: P, A, L, R, S, T, D, or V;

at position 103: W, P, R, or S;

at position 104: G, or D; and

at position 108: Q, L, or R.

3. The multivalent polypeptide according to claim 1,

wherein the antibody framework of the at least two amino

acid sequences

30

35

40

45

50

55

60

65

1) has at least 85% amino acid sequence identity with the
antibody framework of SEQ ID NO: 560-621, 730-757
or 765; and

ii) one or more of the amino acid residues at positions 11,
37, 44, 45, 47, 83, 84, 103, 104 and 108 according to
Kabat numbering is/are:
at position 11: L, M, S, V, or W;
at position 37: F, Y, H, I, L, or V;

at position 44: G, E, A, D, Q, R, S, or L;

at position 45: L, R, C, , L, P, Q, or V;

at position 47: W, L, F, A, G, [, M, R, S, V,or Y;
at position 83: R, K, N, E, G, I, M, Q, or T;

at position 84: P, A, L, R, S, T, D, or V;

at position 103: W, P, R, or S;
at position 104: G, or D; and
at position 108: Q, L, or R.
4. The multivalent polypeptide according to claim 1,
wherein the antibody framework of the at least two amino
acid sequences
1) has at least 85% amino acid sequence identity with the
antibody framework of SEQ ID NO: 622-729, 759-762
or 766-773; and
ii) one or more of the amino acid residues at positions 11,
37, 44, 45, 47, 83, 84, 103, 104 and 108 according to
Kabat numbering is/are:
at position 11: L, M, S, V, or W;
at position 37: F, Y, H, I, L, or V;
at position 44: G, E, A, D, Q, R, S, or L;
at position 45: L, R, C, , L, P, Q, or V;
at position 47: W, L, F, A, G, [, M, R, S, V,or Y;
at position 83: R, K, N, E, G, I, M, Q, or T;
at position 84: P, A, L, R, S, T, D, or V;
at position 103: W, P, R, or S;
at position 104: G, or D; and
at position 108: Q, L, or R.
5. The multivalent polypeptide according to claim 1,
wherein the at least two amino acid sequences are human-
ized or partially humanized.
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6. The multivalent polypeptide according to claim 1
comprising at least two amino acid sequences that are
chosen from the group consisting of SEQ ID NOs: 572, 585,
and 750-755.

7. The multivalent polypeptide according to claim 1,
comprising or essentially consisting of the amino acid
sequence of SEQ ID NO: 679, 715, 759, 761, 772, or 766.

8. The multivalent polypeptide according to claim 1,
which is a multispecific construct.

9. The multivalent polypeptide according to claim 1,
which has one or more additional peptides or protein
domains that provide the polypeptide with increased half-
life, compared to the corresponding multivalent polypeptide
according to claim 1 without the one or more additional
peptides or protein domains.

10. The multivalent polypeptide according to claim 9, in
which said one or more additional peptides or protein
domains that provide the multivalent polypeptide with
increased half-life is chosen from the group consisting of
serum proteins, an antibody Fc region, and small proteins or
peptides that can bind to serum proteins.

11. The multivalent polypeptide according to claim 9, in
which said one or more additional peptides or protein
domains that provide the multivalent polypeptide with
increased half-life is human serum albumin.

12. The multivalent polypeptide according to claim 9, in
which said one or more additional peptides or protein
domains that provides the multivalent polypeptide with
increased half-life is chosen from peptides or protein
domains that can bind to one of the following: serum
albumin, human serum albumin, a serum immunoglobulin
or 1gG.

13. The multivalent polypeptide according to claim 9, in
which said one or more additional peptides or protein
domains that provides the multivalent polypeptide with
increased half-life binds to serum albumin, human serum
albumin, a serum immunoglobulin, or IgG and is chosen
from the group consisting of a VHH, a humanized VHH and
a partially humanized VHH.
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14. The multivalent polypeptide according to claim 9, in
which said one or more additional peptides or protein
domains that provides the multivalent polypeptide with
increased half-life is chosen from the group consisting of
SEQ ID NO’s: 790-791.

15. The multivalent polypeptide according to claim 9, that
has a serum half-life that is at least 1.5 times greater than the
half-life of the corresponding multivalent polypeptide with-
out the one or more additional peptides or protein domains
that provide the polypeptide with increased serum half-life.

16. The multivalent polypeptide according to claim 9, that
has a serum half-life that is increased more than 1 hour
compared to the corresponding multivalent polypeptide
without the one or more additional peptides or protein
domains that provide the polypeptide with increased serum
half-life.

17. The multivalent polypeptide according to claim 9, that
has a serum half-life in humans of at least 12 hours.

18. The multivalent polypeptide according to claim 1,
comprising or essentially consisting of an amino acid
sequence chosen from the group consisting of SEQ ID
NO’s: 715 and 759.

19. A pharmaceutical composition, comprising at least
one multivalent polypeptide according to claim 1 and at least
one pharmaceutically acceptable carrier, diluent or excipi-
ent, and/or adjuvant.

20. The pharmaceutical composition according to claim
19, further comprising one or more pharmaceutically active
polypeptides and/or compounds.

21. A pharmaceutical composition, comprising at least
one multivalent polypeptide according to claim 18 and at
least one pharmaceutically acceptable carrier, diluent or
excipient, and/or adjuvant.

22. The pharmaceutical composition according to claim
21, further comprising one or more pharmaceutically active
polypeptides and/or compounds.
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